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RECOMBINANT THERAPEUTIC SINGLE DOMAIN ANTIBODIES 
FIELD OF THE INVENTION 

The present Invention provides single domain antibodies, more precisely heavy chain 
5 antibodies, having specificity to tumor necrosis factor alpha (TNF-alpha) and von 
Willebrand Factor (vWF) and their use in diagnosis and therapy. Such antibodies 
preferably have a framework sequence with high homology to the human framework 
sequences. 

1 0 BACKGROUND TO THE INVENTION 

Tumor necrosis factor alpha (TNF-alpha) is believed to play an Important role in various 
diseases, for example in inflammatory diseases such as rheumatoid arthritis, Crohn's 
disease, ulcerative colitis and multiple sclerosis. Both TNF-alpha and the receptors 
(CD120a, CD120b) have been studied in great detail. TNF-alpha in its bioactive form is a 
trimer and the groove formed by neighboring subunlts is important for the cytokine^ 
receptor interaction. Several strategies to antagonize the action of the cytokine have been 
developed and are currently used to treat various disease states. 

A TNF inhibitor which has sufficient specificity and selectivity to TNF may be an efficient 
prophylactic or therapeutic pharmaceutical compound for preventing or treating 
inflammatory diseases. However, it is extremely difficult and a lengthy process to develop 
a small chemical entitiy (NCE) with sufficient potency and selectivity to such target 
sequence. Antibody-based therapeutics on the other hand have significant potential as 
drugs because they have exquisite specificity to their target and a low inherent toxicity. In 
addition, the development time can be reduced considerably when compared to the 
25 development of new chemical entities (NCE's). However, conventional antibodies are 
difficult to elicit against multimeric proteins where the receptor-binding domain of the 
ligand is embedded in a groove, as is the case with TNF-alpha. Heavy chain antibodies 
described in the invention which are derived from Camelidae, are known to have cavity- r~ 
binding propensity (WO97/49805; Lauwereys etal, EMBOJ. 17, 5312, 1998)). Therefore,/ 
such heavy chain antibodies are Inherently suited to.bind to receptor binding domains of,/, 
such ligands as TNF. In addition, such antibodies are known to be stable over long 
periods of time, therefore increasing their shelf-life (Perez et al, Biochemistry, 40, 74, 
2001). Furthermore, such heavy chain antibody fragments (coined VHH) can be produced 
•en-masse' in fermentors using cheap expression systems compared to mammalian cell 
culture fermentation, such as yeast or other microorganisms (European patent number 0 
698 097). 
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Upon damage to a blood vessel, subendothelial structures are exposed that mediate 
platelet adhesion through interaction with von Wtllebrand factor (vWF). vWF forms a 
bridge between collagen within the damaged vessel wall and the platelet receptor 
glycoprotein lb (gplb). an Interaction especially important under high shear conditions, 
leading to Jhe formation of a haemostatic plug, and thus preventing excessive bleeding 
(Bennett S, Thromb Haemost (2001) Mar;85(3):395-400). During normal haemostasis, 
these processes lead to wound healing of the damaged blood vessel wall. In pathological 
conditions however, excessive platelet function may lead to thrombus formation. The vWF 
subunit is composed of several homologues domains each covering different Unctions 
vWF interacts through its A3 domain with fibrillar collagen fibers and through its A1 
domain with the platelet receptor gplb. Under normal conditions platelets and vWF do not 
interact. However, when vWF is bound to collagen at high shear rate, it is believed to 
undergo a conformational change allowing its binding with the platelet receptor gplb This 
reversible adhesion allows platelets to roll over the damaged area, which is then followed 
15 by a firm adhesion through the collagen receptors on the platelets (gpfa/lla, gpVI. gpiv 
P65, TIIICBP) resulting in platelet activation. This leads to activation of the gpllb/llla 
receptor, fibrinogen binding, and finally to platelet aggregation. 



10 



20 



25 



Abcixlmab (Chimeric 7E3 Fab; ReoPro). the Fab fragment of the mouse human chimeric 
antibody 7E3, which inhibits ligand binding to the platelet gpllb/llla receptor was approved 
for human use as adjunctive therapy to prevent ischemic complications of percutaneous 
coronary interventions in December 1994. The principle safety Issue with gp Hb/llla 
inhibitors is the risk of bleeding, as the potent anti-platelet effect of these drugs may 
adversely affect haemostasis. In addition, antagonists of gp Hb/llla may increase the risk 
of thrombocytopenia (Waldmann TA etal, Hematology (2000): 394 to 408). 

A mur,ne anti ; human vWF monoclonal antibody. AJvW-2. was developed that Inhibited the 
interaction between platelet glycoprotein lb (gplb) and von Willebrand factor (vWF) during " 
the ristocetin- and botrocetin- Induced aggregation of human platelets (PCT application 
number WO 00/10601). AJvW-2 Inhibited the high shear stress induced aggregation of 
human platelets, but had no effect on low shear stress induced platelet aggregation. 

The effects of F(ab) fragments of a murine antibody raised against the A3 domain of 
human vWF. 82D6A3. in baboons are disclosed in PCT application number WO 
02/051351. and Dongmei Wu et at. Hemostasia thrombosis and vascular biology 2002 
99: 3623-3628. a/ ' 
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A non-humanlsed murine monoclonal antibody raised against vWF A3 domain Is disclosed 
in US patent application number 2002/0028204 A1 and US patent number 6,280,731. 

Antibody 6B4 is a monoclonal antibody (MoAb) raised against purified human gplb. MoAb 
> 6B4 nhlb,ts both ristocetin- and botrocetin-induced, vWF-dependent human platelet 
agglutination. MoAb 6B4 furthermore blocks shear-induced adhesion of human platelets to 
collagen When injected into baboons, intact «gG and its F(ab.)(2) fragments caused 
almost ^immediate thrombocytopenia, due to the bivalency of F(ab')<2) which mediates 
Platelet crossing, or Fc:Fc receptor interactions which mediate activation of platelet 

Z^sTT^T 8 ^ " ArteriOSC,eroSiS ' Thr ° mbosis - oscular Logy, 
2000, 20. 1347 and see, for example, Cadroy Yetal. Blood, 1994, 83: 3218-3224 Becke 

BH et * blood, 1989, 74: 690-694. Ravanat C. et al, thromb. Haemost. 1999 . 82 : 528a 

abstract). Platelet deposition onto collagen-rlch bovine pericardium was inhibited when 

Fab fragments were injected into the baboons before a thrombus was generated 

However, when the Fab fragments were injected after a thrombus was allowed to form no 

inhibit™ of further thrombosis was observed. The yields of expression of said FaT 

molecules are very low and the method of production is very labor intensive. 

II 7 Z deriV6d fFOm S ° UrCeS SUCh as mouse ' —ft goat, rabbit etc.. and 

human sad denies thereof as a treatment for conditions which require a modular of 
P atelet aggregation, is problematic for several reasons. Traditional antibodies are not 
stobte at room temperature, and have to be refrigerated for preparation and storage, 
requinng necessary refrigerated Moratory equipment, storage and transport, whlh 
contnbu to towards «me and expense. Refrigeration is sometimes not toasibie t 
developing countries. Furthermore. »e manufacture or small-scale production of said 
anybodies is expensive because the mammalian cellular systems necessary for the 
expression of intact and active antibodies require high levels of support in terms of time 

not TT ent ; ^ yiS,dS ^ ,0W - FUrtherm ° re *• size of said antibodies is 
not suited to mteraction with macromolecules which are starting, or are in the process of 
aggregafng. such as those involved in platelet aggregation, due to the restricted space 

Z T TTT m ° teCU,eS " " a " reSatln9 C ° mp,eX - F ° r exam ^ '« •« snown 
hat not all A3 domains are accessible to conventional antibodies In in vivo experiments 

(Dongme, WU. Blood. 2002, 99, 3623 to 3628). Furthermore the large s*e of col 

toe S Tlf W T T t,SSUS Penetrat '° n ' eXamp,6 » ™«* P"— aggregation at 
Z T 1- 1 9 VeSSel Wa,L Furthermo -' traditional antibodies have a binding 
activity whrch depends upon pH, and hence are unsuitable for use in environments 
outside the usual physiological P H range such as, for example, in trea«ng gastric bleeTg 
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gastric surgery. Furthermore, traditional antibodies are unstable at low or high pH and 
hence are not suitable for oral administration. However, It has been demonstrated that 
camelid antibodies resist harsh conditions, such as extreme pH, denaturing reagents and 
high temperatures (Ewert S et al, Biochemistry 2002 Mar 19; 41(11):3628-36), so making 
them suitable f0 . r dellver y . b y oraI administration. Furthermore, traditional antibodies have a 
binding activity, which depends upon temperature^ and" hence are unsuitable for" use In " 
assays or kits performed at temperatures outside biologically active-temperature ranges 
(e.g. 37±20°C). 



Polypeptide therapeutics and in particular antibody-based therapeutics have significant 
potential as drugs because they have exquisite specificity to their target and a low 
inherent toxicity. However, it is known by the skilled addressee that an antibody which 
been obtained for a therapeutically useful target requires additional modification In order to 
prepare it for human therapy, so as to avoid an unwanted immunological reaction in a 
human individual upon administration thereto. The modification process is commonly 
termed "humanization". It is known by the skilled artisan that antibodies raised in species, 
other than in humans, require humanization to render the antibody therapeutically useful 
in humans. There is a need for a method for producing antibodies which avoids the 
requirement for substantial humanization, or which completely obviates the need for 
humanization. There is a need for a new class of antibodies which have defined 
framework regions or amino acid residues and which can be administered to a human 
subject without the requirement for substantial humanization. or the need for humanization 
at all. 

Another important drawback of conventional antibodies is that they are complex, large 
molecules and therefore relatively unstable, and they are sensitive to breakdown by 
proteases. This means that conventional antibody drugs cannot be administered oraliy, 
sublingualis topically, nasally, vaginally; rectally or by inhalation because they are not 
resistant to the low pH at these sites, the action of proteases at these sites and in the 
blood and/or because of their large size. They have to be administered by Injection 
(intravenously, subcutaneously, etc.) to overcome some of these problems. Administration 
by injection requires specialist training In order to use a hypodermic syringe or needle 
correctly and safely. It further requires sterile equipment, a liquid formulation of the 
therapeutic polypeptide, vial packing of said polypeptide In a sterile and stable form and. 
of the subject, a suitable site for entry of the needle. Furthermore, subjects commonly 
experience physical and psychological stress prior to and upon receiving an injection. 
Therefore, there is need for a method for the delivery of therapeutic polypeptides which 
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avoids the need for injection which is not only cost/time saving, but which would also be 
more convenient and more comfortable for the subject. 

THE AIMS OF THE PRESENT INVENTION 

5 

It is an aim of the present invention to provide a new class of Cametidae heavy chain 
variable domain antibodies (VHHs) which can be administered to a human subject without 
the requirement for substantial humanization, or the need for humanization at all. It is a 
further aim of the present invention to provide methods for providing said VHHs. 

0 

A further aim of the present invention is to provide polypeptides which bind to TNF-alpha, 
homologues of said polypeptides, and/or functional portions of said polypeptides, in a 
manner such that upon binding the biological activity of TNF-alpha Is modified. Such 
polypeptides preferably bind into the receptor-binding groove of TNF-alpha. Such ligands 
5 are preferably single domain antibodies, such as heavy chain variable domain antibodies 
derived from Camelidae 



A further aim of the present invention is to provide polypeptides, such as heavy chain 
variable domain antibodies derived from Camelidae, directed to vWF, vWF A1 domain, 

20 vWF A3 domain, gplb. gpla/lla. or collagen, homologues of said polypeptides, and/or 
functional portions of said polypeptides, for the treatment for conditions which require a 
modulation of platelet aggregation and which overcomes the problems of the prior art. It Is 
a further aim to provide methods of production of said polypeptides, methods and kits for 
screening for agents that modulate platelet aggregation and kits for the diagnosis of 

25 diseases related to platelet aggregation. 

It is a further aim of the invention to provide a method of administering protein therapeutic 
molecules orally, sublingual^, topically, nasally, vaginally, rectally or by Inhalation which 
overcomes the problems of the prior art. It is a further aim to provide said therapeutic 
30 molecules. 



DETAILED DESCRIPTION 

The present Invention relates to VHH molecules - derived from antibodies raised In 
Camelidae species, for example in camel, dromedary, alpaca and guanaco - and their use 
In the biological modulation of drug targets. VHH molecules are about 10x smaller than 
IgG molecules. They are single polypeptides and very stable, resisting extreme P H and 
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temperature conditions. Moreover, they are resistant to the action of proteases which is 
not the case for conventional antibodies. 

The present Invention further relates to the finding that a new olass of camelld single 
1 heavy chain antlbodlee (VHHs) have human-like sequences. Surprisingly the 

inventors have found that VHHs canning an amino add from the group bonds** of 
glycine, alamne, valine, leucine, boleuclne, pmiine. phenyialanine. tyrosine. Hyptophan 
meth,on,ne. serine, threonine, asparaglne. or glutamine at positton 46, such as fo^ 
exampie. US end a byptophan a. position 103. according to the Kabat numbering have 

' D 1 * nd ,D NO: 13 «W «o von Wiilebrand factor (WVF) and turned 
necros,s factor aipha (TNr-aiphs) nespecdveiy. betong to mls new class of VHH pepddes 
As such, peptides belonging to this new class show a high amino acid sequence 

ZTdi TV". * ameWOrt< re( " 0nS - M te d to 

SZT^"^! expec,s " on * an unwaraed lmmune respOTM « 

Without me burden of further humanizatlon. Furthermo*, VHH moiecules derived ftom 
Camera antibodies are among the smailes. intact andgen-binding domains JZ 
(apprnxamatoly 15 KDa, or 10 times smeller then a convendona, ,g Q , are hence areZ 
su^dtowardsdeiverytodense^uesand/ortomom. SEQ ID NOs: 1 and 13an7oC 
VHHs o, this Cass and Iheir derives no. only possess «he advantogeoue characterises 
o, converge, andbodies. such as low toxicity end high selecdvdy, bu, they aleo exhlon 
add»onei properties. They a re mom soiubie, meaning they may be stored J£ 
admired ,n higher concenbadons compared v*t convendona, antibodies. T^Z 
stobte at room temperature meaning »»y may „ prepared- ^ ^ ^ 
Wdhcu. dte use of refrigeradon equipment conveying a cos,, dme end envkonmenta. 
savings (see for example. Example 1 1, other adverdegeous charades as coZZ 
to conventional antibodies include short haMfe ,„ M delation whloh may be modulated 

by pegyfcdon (see for example, Figure 9,. The poiypepddes also mlain binding acdv, ty a 

be P u^« TT™ ^ " ^ tob ^< ■»■-. »",ch means they may 
be useful ,n sduabons of extreme pH end temperature. The polypeptides eieo exhibit a 
prolonged slebi^r e. exdemes of pH, meening ,hey wouid be eudabie for de,ive,y by 1" 
adminlsdabon. The poiypepddes may be oost-enecdve* produced tough fennels 
conven en, recombinan, host organisms such as Sscbertcbfe co» and yees, ^ke 

a~"oT ,es T also requ,rs ™» an - 

ach,evable levels of expression ere high. Exemples of yielde of the poiypepddes of the 
pmeen, .nvenlktn ere 1 to 10 mg,m, ( E ^ and up to „ ^ ^ ££££ 
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exhibit high binding affinity for a broad range of different antigen types, and ability to bind 
to epitopes not recognised by conventional antibodies; for example they display long 
CDR-based loop structures with the potential to penetrate into cavities and exhibit enzyme 
function inhibition. Furthermore, since binding often occurs through the CDR3 loop only, it 
is envisaged that peptides derived from CDR3 might be used therapeutically (Desmyter et 
a/.. J Biol Chem, 2001. 2Z§: 26285-90). The polypeptides are also able to retain full 
binding capacity as fusion protein with an enzyme or toxin. Thus the polypeptides 
represented by SEQ ID NOs: 1 and 13 and other VHHs of this class and their derivatives 
homologues or functional portions thereof provide a considerable cost and time saving 
particularly as they may be expected to be administered to patients directly without an 
unwanted immune response therefrom, and without the burden further humanization. 
Thus, a patient in need of said polypeptides would encounter fewer of the problems 
associated with conventional agents. 

The present invention further relates to a VHH for use in treating, preventing and/or 
allocating the symptoms of inflammatory diseases. A non-limiting example of a 
therapeutic target against which the VHHs of the invention may be used is TNF-alpha 
which is involved in inflammatory processes.The blocking of TNF-alpha action can have 
an anti-inflammatory effect, which Is highly desirable In certain disease states such as for 
example. Crohn's disease. Current therapy consists of intravenous administration of antl- 
TNF-alpha antibodies. Our Examples demonstrate VHHs according to the invention which 
bind TNF-alpha and moreover, block its binding to the TNF receptor. Oral delivery of these 
anti-TNF-alpha VHH results in the delivery of such molecules in an active form In the 
colon at sites that are affected by the disease. These sites are highly inflamed and contain 
TNF-alpha producing cells. These anti-TNF-alpha VHH can neutralise the TNF-alpha 
locally, avoiding distribution throughout the whole body and thus limiting negative side- 
effects. Genetically modified microorganisms such as Micrococcus lactls are able to 
secrete antibody fragments. Such modified microorganisms can be used as vehicles for 
local production and delivery of antibody fragments in the Intestine. By using a strain 
which produces a TNF-alpha neutralizing antibody fragment, inflammatory bowel disease 
could be treated. Another aspect of the Invention is one or more VHHs specific for TNF- 
alpha for use in the treatment, prevention and/or alleviation of diseases relating to 
.nflammatory processes, wherein said VHH Is administered orally, sublingual*, topically 
nasally, vaginally, rectally or by inhaiation. Another aspect of the invention Is a method of 
treating, preventing and/or alleviating diseases relating to inflammatory processes 
comprising administering to a subject a VHH specific for an antigen related to the disease 
orally, sublingual!* topically, nasally, vaginally, rectally or by inhalation. The anti-TNF- 
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alpha VHHs of the present Invention may be derived from the new class of VHHs 
described above, or may be derived from any of the other classes of VHHs, including the 
major class of VHH as the Examples illustrate. 

One aspect of the present invention relates to polypeptides corresponding to SEQ ID 
NOs: 11 ta-23, derived from llama heavy chain antibodies (VHHs), which bind to TNF- 
alpha. 

The aspect of the invention relating to anti-TNF-alpha VHH polypeptides is not limited to 
polypeptides represented by SEQ ID NOs: 11 to 23, but may be extended to encompass 
polypeptides comprising camelidae antibodies of any class directed towards TNF-alpha. 
These polypeptides Include the full length camelid antibodies, namely Fc and VHH 
domains. These polypeptides are known herein as "other anti-TNF-alpha polypeptides". 



It is well known fn the art that delivery of a therapeutic dose of a compound capable of 
binding a target molecule In the gut (such as TNF) should be able to pass through the 
gastric environment without being Inactivated. Heavy chain antibody domains derived from 
Camelidae are known to have remarkable stability under extreme conditions such as 
acidic pH (REF EP1 134231). As known by persons skilled in the art. once In possession 
of said VHHs. formulation technology may be applied to release a maximum amount of 
VHH's in the right location (in the stomach, In the colon, etc.). This method of delivery is 
important for treating, prevent and/or alleviate the symptoms of disease whose targets that 
are located in the gut system. An aspect of the invention is a method for treating 
preventing and/or alleviating the symptoms of a disease requiring the delivery of a 
therapeutic compound that is able pass through the gastric environment without being 
inactivated, by orally administering to a subject a VHH specific for an antigen related to 
the disease. " - - .. 



Another aspect of the present invention, referred to herein as an "aggregation-related" 
aspect relates to the finding that polypeptides C37, T76, 2L-34 and 4L-16 represented by 
SEQ ID NOs: 1. 2, 8 and 9 as In Table 1 derived from a monoclonal llama antibody, binds 
to the A3 domain of vWF. It also relates to the finding that the polypeptides A50 A38 I53 
M53 and Z29, represented by SEQ ID NOs: 3 to 7 derived from monoclonal llama 
antibodies, bind to the A1 domain of vWF. The aggregation-related aspect of the present 
invention further relates to Camelidae antibodies directed towards to vWF, vWF A1 or A3 
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domains, gplb, gpla/lla, or collagen. The aggregation-related aspect of the present 
invention is not limited to VHHs belonging the new class described above but includes 
VHHs belonging to more than one class of VHH as the Examples illustrate. 

5 According to the "aggregation-related" aspect of the Invention, polypeptides corresponding 
to SEQ ID NOs: 1 to 9 are derived from llama heavy chain antibodies. Said polypeptides 
have a unique structure that consists of a single variable domain (referred to as the VHH 
by persons skilled in the art). VHH molecules derived from camelid antibodies are among 
the smallest intact antigen-binding domains known (approximately 15 kDa, or 10 times 
smaller than a conventional IgG) are hence are well suited towards delivery to dense 
tissues end/or tumors, and for accessing the limited space between macromolecules 
participating in or starting the process of platelet aggregation. SEQ ID NOs: 1 to 9 and 
their derivatives not only possess the advantageous characteristics of conventional 
antibodies, such as low toxicity and high selectivity, but they also exhibit additional 
15 properties. They are more soluble, meaning they may be stored and/or administered in 
higher concentrations compared with conventional antibodies. They are stable at room 
temperature meaning they may be prepared, stored and/or transported without the use of 
refrigeration equipment, conveying a cost, time and environmental savings (see for 
example, Experiment 11). other advantageous characteristics as compared to 
conventional antibodies include short half-life in the circulation which may be modulated 
according to the invention by. for example. Fc coupling. VHH coupling (bivalent VHHs) or 
by pegylation (see for example Figure 9). A short and controllable half-life is desirable for 
surgical procedures, for example, which require an Inhibition of platelet aggregation for a 
limited time period. The polypeptides of the present invention also retain binding activity 
at a pH and temperature outside those of usual physiological ranges, which means they 
may be useful in situations of extreme pH and temperature which require a modulation of 
platelet aggregation, such as in gastric surgery, control of gastric bleeding, assays 
performed at room temperature etc. The polypeptides of the present invention also exhibit 
a prolonged stability at extremes of pH, meaning they would be suitable for delivery by 
oral administration. The polypeptides of the present invention may be cost-effectively 
produced through fermentation in convenient recombinant host organisms such as 
Escherichia coli and yeast; unlike conventional antibodies which also require expensive 
mammalian cell culture facilities, achievable levels of expression are high. Examples of 
yields of the polypeptides of the present invention are 1 to 10 mg/ml (E. coli) and up to 1g/l 
(yeast). The polypeptides of the present invention also exhibit high binding affinity for a 
broad range of different antigen types, and ability to bind to epitopes not recognised by 
conventional antibodies; for example they display long CDR-based loop structures with 
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the potential to penetrate into cavities and exhibit enzyme function inhibition. Furthermore 
since bmding often occurs through the CDR3 loop only, it is envisaged that peptides 
derived from CDR3 might be used therapeutically (Desmyter at a/.. J Biol Chem 2001 
276: 26285-90). The polypeptides of the invention are also able to retain full binding 
capacity as fusion protein with an enzyme or toxin. Furthermore, it might be expected that 
the undesirable thrombocytopenia caused by Fc:Fc receptor mediated activation of 
platelet aggregation and/or F(ab')<2)-mediated crossing of platelets which has been 
observed when using intact IgG or F(ab')<2) therapeutically /„ vfvo (see Cauwenberghs N 
etal, Arteriosclerosis, Thrombosis and Vascular biology, 2000, 20: 1347), will be avoided 
,n the use of VHH. since VHH contains no Fc and it is not biva«ent. Thus the polypeptides 
represented by SEQ ,D NOs: 1 to 9 homolcgues or functiona. portions thereof ^vide a 
considerable cost and time saving in the treatment and diagnosis of conditions related to 

T T re9ati0n ' Patfent ,n nS6d ° f SaW P^WWes would encounter fewer 

of the problems associated with conventional agents. 



Platelet aggregation is the process wherein vWF-bound coliagen adheres to platelets 
and/or platelet receptors (examples of both are gp.a/..a. gp.b. or coliagen), ultimately 
resu, ng ,n platelet ac«va«on. Piatelet aCVation leads to fibrinogen binding, and finaiiy to 
platelet aggregation. It is within the scope of the present invention to provide poiypeptides 
which modu ate the processes which comprise piatelet aggregation such as vWF-col.agen 
binding. vWF -piatelet receptor adhesion, co.lagen-piate.et receptor adhesion, plait 
activa.cn, fibnnogen binding and/or platelet aggregation. Said polypeptides are derived 
from camelid antibodies directed towards vWF, vWF A1 or A3 domains, gp.b. gpla/lla or 

^ T T: T SamS advanta 9 es as Polypeptides represented by SEQ ID 

25 NOs: 1 to 9, as described above. 

The aggregation-related aspect of the invention is not limited to polypeptides represented 

TJ 10 9 ' ^ ^ 56 reXtended to enC °^ aSS ^yP^- Uprising 
camel dae antibodies of any Cass directed towards vWF, vWF A1 or A3 domains, gplb 

gpla/ «a, or collagen. These polypeptides include the ful. length cameiid antibodies' 
namely Fc and VHH domains. These polypeptides are known herein as "othe 
aggregation-related polypeptides". 

LTvoeTdes TT re ' ateS f ° ' D N ° S: 1 to 9 ' ° ther a 9 9 rega«on-re,ated 

Polypept,des, a homologous sequence thereof, and/or a functiona. portion thereof. 
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Thus, the present Invention relates to SEQ ID NOs: 1 to 9, 11 to 23, other anti-TNF-alpha 
polypeptides, other aggregation-related polypeptides, polypeptides belonging to the new 
class of VHHs, a homologous sequence thereof, and/or a functional portion thereof. 

As used herein, an homologous sequence of the present invention may comprise 
additions, deletions or substitutions of one or more amino acids, which do not substantially 
alter the functional characteristics of the polypeptides (e.g. SEQ id NOs: 1 to 9 and 11 to 
23, other anti-TNF-alpha polypeptides, other aggregation-related polypeptides, 
polypeptides belonging to the new class of VHHs, vWF, TNF-alpha, vWF A1 or A3 
domains, gplb, gpla/lla, or collagen) of the invention. For SEQ ID NOs: 1 to 9 and 11 to 
23. other aggregation-related polypeptides, or polypeptides belonging to the new class of 
VHHs, the number of amino acid deletions or substitutions is preferably up to 1, 2, 3 4 5 
6, 7, 8. 9. 10. 1 1. 12, 13. 14. 15. 16. 17, 18, 19, 20. 21. 22. 23, 24. 25, 26, 27. 28 29 3o' 
31. 32. 33. 34. 35. 36. 37, 38, 39. 40, 41, 42. 43. 44. 45. 46. 47. 48, 49. 50. 51. 52^ 53." 5* 
55, 56, 57, 58. 59, 60. 61 . 62, 63. 64. 65. 66, 67, 68, 69 or 70 amino acids. 

A homologous sequence according to the present invention includes the polypeptides 
represented by SEQ ID NOs: 1 to 9 and 11 to 23, other anti-TNF-alpha polypeptides 
other aggregation-related polypeptides, or polypeptides belonging to the new class of 
VHHs, modified by the addition, deletion or substitution of amino acids to form human-like ^ 
heavy chain antibody or human-like single domain heavy chain antibody, which do not 
substantially alter the functional characteristics of the unmodified polypeptide. 

A homologous sequence of the present invention may include a polypeptide represented 
by any of SEQ ID NOs: 1 to 9 and 1 1 to 23 (or other anti-TNF-alpha polypeptides, or other 
aggregation-related polypeptides), which has been humanized. 

A homologous sequence of the present invention may include a polypeptide represented 
by a polypeptide of the new class of VHH disclosed herein has been humanized The 
humanization of antibodies of the new class of VHHs would further reduce the possibility 
of unwanted Immunological reaction in a human individual upon administration. 

By humanized Is meant mutated so that Immunogenic^ upon administration in human 
patients is minor or nonexistent. Humanizing a polypeptide, according to the present 
invention, comprises a step of replacing one or more of the camelidae amino acids by 
their human counterpart as found in the human consensus sequence, without that 
polypeptide losing its typical character, I.e. the humanization does not significantly affect 
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the antigen binding capacity of the resulting polypeptide. Such methods are known by the 
skilled addressee. A humanization technique may also be performed by a method 
comprise at least the replacement of the hallmark amino acid at position 45. possibly 
combined with a replacement of one or more of the other hallmark amino acids at position 
37, 44 and 47; numbering according to the Kabat numbering. 

SEQ ID NOs 1 and 13 display more than 90"* amino acid sequence homology to human 
VH framework regions and therefore said VHH might be administered to patients directly 
wrthout expectation of an immune response therefrom, and without the additional burden 
of humanlsatlon. Therefore, one aspect of the present invention allows for the direct 
administration of the polypeptide comprising SEQ ID NOs: 1 and 13. homologous 
sequence thereof, and/or a functional portion thereof to a patient in need of the same. 

A homologous sequence according to the present invention may Include a sequence 
corresponding to the sequence of SEQ ID NOs: 1 to 9 and 1 1 to 23 (other antJ-TNF-alpha 
po.ypept.des, other aggregation-related polypeptides, or polypeptides belonging to the 
new Cass of VHHs) which exists In other Came//dae species such as, for example came, 
dromedary, alpaca, guanaco etc. 



20 



Where homologous sequence indicates sequence identity, it means a sequence which 
presents a h,gh sequence identity (more than 70%, 75%. 80%, 85%, 90%, 95% or 98% 

rZTdfT W ' th ' D N ° S: 1 t0 9 ^ 11 t0 23 ' ° r "~ -'™F-a»pha 

polypeptides, other aggregation-related polypeptides, or polypeptides belonging to the 

new Cass of VHHs specific for vWF, TiSIF-alpha, vWF A1 orA3 domains. gp,b g P L, I " 

25 collagen, and is preferab,y characterised by similar properties of the parent, sequence 

namely affinity, said Identity calculated using known methods. 

f e ™ tivel * an homologous sequence may also be any amino acid sequence resulting 
from allowed substitutions at any number of positions of the parent sequence according to 
) the formula below: s 
Ser substituted by Ser. Thr. Gly. and Asm 
Arg substituted by one of Arg. His, Gin, Lys. and Glu; 
Leu substituted by one of Leu, He. Phe, Tyr. Met. and Val; 
Pro substituted by one of Pro, Gly, Ala, and Thr; 
Thr substituted by one of Thr, Pro, Ser, Ala, Gly. His. and Gin; 
Ala substituted by one of Ala, Gly. Thr, and Pro; 
Val substituted by one of Val. Met, Tyr, Phe, lie' and Leu- 
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Gly substituted by one of Gly, Ala, Thr, Pro, and Ser; 
He substituted by one of lie, Met, Tyr, Phe, Val, and Leu; 
Phe substituted by one of Phe, Tip, Met, Tyr, lie, Val, and Leu; 
Tyr substituted by one of Tyr, Trp, Met, Phe, lie. Val, and Leu; 
5 His substituted by one of His, GIu. Lys, Gin, Thr, and Arg; 

Gin substituted by one of Gin, GIu, Lys, Asn. His, Thr, and Arg; 
Asn substituted by one of Asn, GIu, Asp. Gin, and Sen 
Lys substituted by one of Lys, GIu, Gin, His, and Arg; 
Asp substituted by one of Asp, GIu, and Asn; 
1 0 GIu substituted by one of GIu, Asp, Lys. Asn, Gin, His, and Arg; 
Met substituted by one of Met, Phe. lie, Val, Leu, and Tyr. 

A homologous nucleotide sequence according to the present invention may refer to 
nucleotide sequences of more than 50, 100, 200, 300, 400, 500, 600, 800 or 1000 
nucleotides able to hybridize to the reverse-complement of the nucleotide sequence 
capable of encoding SEQ ID NOs: 1 to 9 and 11 to 23, or other anti-TNF-alpha 
polypeptides, other aggregation-related polypeptides, or polypeptides belonging to the 
new class of VHHs. vWF. TNF-alpha, vWF A1 or A3 domains, gplb. gpla/lla, or collagen 
under stringent hybridisation conditions (such as the ones described by Sambrook ef a/ 
Molecular Cloning, Laboratory Manuel, Cold Spring, Harbor Laboratory press, New York).' 

As used herein, a functional portion refers to a sequence of SEQ ID NOs: 1 to 9 and 1 1 to 
23, or other anti-TNF-alpha polypeptides, other aggregation-related polypeptides, or 
polypeptides belonging to the new class of VHHs specific for vWF, TNF-alpha, vWF A1 or 
5 A3 domains, gplb. gpla/lla. or collagen that is of sufficient size such that the interaction of 
interest is maintained with affinity of 1 x 10" 8 M or better. 

Alternatively, a functional portion of any of SEQ ID NOs: 1 1 to 23 is a polypeptide which 
comprises a partial deletion of the complete amino acid sequence and which still 
maintains the binding site(s) and protein domain(s) necessary for the binding of and 
interaction with TNF-alpha. 

Alternatively, according to the aggregation-related aspect of the invention, a functional 
port.on of SEQ ID NOs:1, 2, 8 or 9 is a polypeptide which comprises a partial deletion of 
the complete amino acid sequence and which still maintains the binding site(s) and protein 
domam(s) necessary for the binding of and interaction with the A3 domain of vWF 
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Alternatives according to the aggregation-related aspect of the invention, a functional 
portion of any of SEQ ID NOs: 3 to 7 is a polypeptide which comprises a partial deletion of 
the complete amino acid sequence and which still maintains the binding site(s) and protein 
doma.n(s) necessary for the binding of and interaction with the A1 domain of vWF. 

Alternatively a functiona. portion -of other anti-TNF-alpha peptides; other aggregation- 
related polypeptides or polypeptides belonging to the new class of VHHs is a polypeptide 
wh,ch comprises a partial deletion of the complete amino acid sequence and which still 
maintains the binding site(s) and protein domain(s) necessary for the binding of and 
interaction with the antigen against which it is directed, it includes, but Is not limited to the 
VHH domains. 

As used herein, a functional portion as it refers to the polypeptide sequence of SEQ ID 
NOs: 1 to 9 and 1 1 to 23. or other anti-TNF-alpha polypeptides, other aggregation-related 
polype P t.des, or polypeptides belonging to the new class of VHHs, TNF-alpha. vWF vWF 
A1 or A3 domains, gplb. gpla/lla, or collagen refers to less than 100% of the sequence 
(e.g.. 99%, 90%. 80%, 70%, 60% 50% etc.), but comprising 5 or more amino acids or 15 
or more nucleotides. 

A portion as It refers to the polypeptide of any of SEQ ID NOs: 1 to 9 and 1 1 to 23 (or 
other other anti-TNF-alpha polypeptides, aggregation-related poiypeptides or 
polypeptides belonging to the new class of VHHs), refers to Jess than 100% of the 
sequence (e.g., 99%, 90%, SO"*. 70%. 60% 50% etc.). but comprising 5 or more amino 
acids or 1 5 or more nucleotides. 

One embodiment of the present invention is a polypeptide derived from a Camelidae 
species single domain heavy chain antibody comprising at position 103 a tryptophan 
res.due and at position 45 ah amino acid residue selected from the group consisting of " 
glycine, alanine, valine, leucine, isoleucine, proline, phenylalanine, tyrosine, tryptophan • 
meth,onine. serine, threonine, asparagine. glutamine. said positions determined according 
to the Kabat numbering, said antibody directed to an antigen. 

Another embodiment of the present invention is a polypeptide as defined above consisting 
of a sequence corresponding to SEQ ID NO: 1 or SEQ ID NO: 13. 
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Another embodiment of the present invention is a polypeptide derived from a Camelidae 
species single domain heavy chain antibody directed against a Tumor Necrosis Factor 
alpha (TNF-alpha) peptide antigen. 

5 Another embodiment of the present invention is a polypeptide as defined above consisting 
of a sequence corresponding to any of SEQ ID NOs: 1 1 to 23. 

Another embodiment of the present invention is a polypeptide derived from a Camelidae 
species single domain heavy chain antibody directed against a von Willebrand Factor 
10 (vWF) peptide antigen, a vWF A1 domain peptide antigen, a vWF A3 domain peptide 
antigen . a glycoprotein lb peptide antigen, a glycoprotein la/Ua peptide antigen or a 
collagen peptide antigen. 

Another embodiment of the present invention is a polypeptide as defined above consisting 
15 of a sequence corresponding to any of SEQ ID NOs: 1 to 9. 

Another embodiment of the present invention is a polypeptide as defined above which is a 
humanised polypeptide. 

20 Another embodiment of the present invention is a polypeptide comprising a polypeptide as 
defined above, or an homologous sequence of a polypeptide as defined above, or a 
portion of an homologous sequence of a polypeptide as defined above. 

Another embodiment of the present invention is a nucleic acid encoding a polypeptide as 
25 defined above. 

Another embodiment of the present invention is a polypeptide as defined above or a 
nucleic acid as defined above for use as a medicine. 

30 Another embodiment of the present invention is a method of identifying an agent that 
modulates the binding of a polypeptide as defined above to said antigen comprising: 

(a) contacting a polypeptide as defined above with said antigen, a homologous 
sequence of said antigen, and/or a functional portion of said antigen, in the 
presence and absence of a candidate modulator under conditions permitting 

35 binding between said polypeptide and antigen, and 

(b) measuring the binding between the polypeptide and antigen of step (a), 
wherein a decrease In binding In the presence of said candidate modulator. 
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relative to the binding in the absence of said candidate modulator Identified said 
candidate modulator as an agent that modulates the binding of a polypeptide as 
defined above and said antigen. 

Another embodiment of the present invention is a method of identifying an agent that 
modulates TN^alpha-medlated disorders through the binding of s poiypapt.de as defined 
above to TNF-alpha comprising 

(a) contacting a polypeptide as defined above with said antigen, a homologous 
sequence of said antigen, and/or a functional portion of said antigen, in the 
presence and absence of a candidate modulator under conditions permitting 
binding between said polypeptide and antigen, and 
<b) measuring the binding between the polypeptide and antigen of step (a) 
wherein a decrease In binding in the presence of said candidate modulator 
relative to the binding in the absence of said candidate modulator identified' said 
cand.date modulator as an agent that modulates TNF-afpha-mediated disorders. 

Another embodiment of the present Invention is a method of Identifying an agent that 
modulates the binding of TNF-a.pha to its receptor through the binding of a polypeptide as 
defined above to TNF-alpha comprising 

(a) contacting a polypeptide as defined above with TNF-alpha. a homologous 
sequence of TNF-alpha. or a functional portion of TNF-alpha. in the presence and 
absence of a candidate modulator under conditions permitting binding between 
said polypeptide and TNF-alpha. and 

(b) measuring the binding between the polypeptide and TNF-alpha of step (a) 
wherein a decrease in binding in the presence of said candidate mcdulator 
relative to the binding ,n the absence of said candidate modulator Identified said 
cand.date modulator as an agent that modulates the blndfng of TNF-alpha to its 
receptor. - - 



30 Another embodiment of the present Invention Is a method of identifying an agent that 

modulates platelet aggregation through the binding of a polypeptide as defined above and 
said antigen comprising 

(a) contacting a polypeptide as defined above with said antigen, a homoiogous 
sequence of said antigen, and/or a functional portion of said antigen, in the 
presence and absence of a candidate modulator under conditions permitting 
binding between said polypeptide and antigen, and 
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(b) measuring the binding between the polypeptide and antigen of step (a), 
wherein a decrease in binding in the presence of said candidate modulator, 
relative to the binding in the absence of said candidate modulator identified said 
candidate modulator as an agent that modulates platelet aggregation. 

5 

Another embodiment of the present invention is a kit for screening for agents that 
modulate polypeptide-antigen binding according to the method as defined above. 

Another embodiment of the present Invention is a kit for screening for agents that 
1 0 modulate TNF-alpha-mediated disorders according to the methods as defined above. 

Another embodiment of the present invention Is a kit for screening for agents that 
modulate platelet aggregation according to the method as defined above. 

1 5 Another embodiment of the present invention is an unknown agent that modulates the 
binding of the polypeptides as defined above to said antigen, identified according to the 
method as defined above. 

Another embodiment of the present invention is an unknown agent that modulates TNF- 
20 alpha-mediated disorders, identified according to the methods as defined above. 

Another embodiment of the present invention Is an unknown agent that modulates platelet 
aggregation identified according to the method as defined above. 

25 Another embodiment of the present invention is a use of a polypeptide as defined above, 
a nucleic acid as defined above, or an agent as defined above for the preparation of a 
medicament for treating and/or preventing and/or alleviating conditions relating to 
immune and inflammatory reactions. 

30 Another embodiment of the present Invention is a use of a polypeptide according to any of 
as defined above, a nucleic acid as defined above, or an agent as defined above for the 
treatment of a condition relating to immune and inflammatory reactions. 



35 



Another embodiment of the present invention is a use of a polypeptide as defined above, 
a nucleic acid as defined above, or an agent as defined above for the preparation of a 
medicament for treating and/or preventing and/or alleviating symptoms of inflammatory 
diseases. 
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Another embodiment of the present Invention is a use of a polypeptide according to any of 
as defined above, a nucleic acid as defined above, or an agent as defined above for the 
preparation of a medicament for the treatment of a condition relating to immune and 
5 inflammatory reactions. 
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Another embodiment of the present invention is a use of a polypeptide as defined above 
a nuctac acd as defined above, or an agent as defined above for the preparation of a ' 
medicament for treating and/or preventing and/or alieviating conditions relating to one or 
more or rheumatoid arthritis. Crohn's disease, ulcerative colitis, inflammatory bowel 
disease and multiple sclerosis. 

Another embodiment of the present invent.cn is a use of a polypeptide as defined above 
a nucleic acid as defined above or an agent as defined above for the preparation of a ' 
medicament for treating and/or preventing and/or aileviating conditions relating to plateiet 
aggregation or dysfunction thereof. P 

Another embodiment of the present invention is a use of a polypeptide as defined above 
a nude.c acid as defined above or an agent as defined above for the preparation of a ' 
medicament for treating and/or preventing and/or alleviating conditions arising from one or 
more of transient cerebral ischemic attack, unstabie angina pectoris, cereal infarction 
myocardial .nfarction. peripheral arterial occlusive disease, restenosis, coronary by-pass 
graft or coronary artery valve replacement and coronary interventions such angioplasty 
stenting, or atherectomy. «i««»iy. 

Another embodiment of the present invention is a use of a po.ypept.de as defined above 

3" u ^ac.dasdeflnedaboveora n agentasdefinedaboveforthe P re P arationofa ' 
medicament for the prevention of the formation of a nonlocclusive thrombus. 

Another embodiment of the present invention is a use of a poiypeptlde as defined above 
a nucteic acd as defined above or an agent as defined above forthe preparation of a 
medicament for the prevention of the formation of an occlusive thrombus. 

Another embodiment of the present invention is a use of a polypeptide as defined above 

Zl e me a ntf V** ~" °' " " **" — f " *• ™ « of a 
medicament for the prevention of arterial thrombus formation. 
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Another embodiment of the present invention is a use of a polypeptide as defined above, 
a nucleic acid as defined above or an agent as defined above for the preparation of a 
medicament for the prevention of acute coronary occlusion. 

Another embodiment of the present Invention Is a use of a polypeptide as defined above, 
a nucleic acid as defined above or an agent as defined above for the preparation of a 
medicament for maintaining the patency of diseased arteries. 

Another embodiment of the present invention is a use of a polypeptide as defined above, 
a nucleic acid as defined above or an agent as defined above for the preparation of a 
medicament for the prevention of restenosis. 

Another embodiment of the present invention is a use of a polypeptide as defined above, 
a nucleic acid as defined above or an agent as defined above for the preparation of a 
medicament for the prevention of restenosis after PCTA or stenting. 

Another embodiment of the present invention is a polypeptide as defined above, a nucleic 
acid as defined above or an agent as defined above for the preparation of a medicament 
for the prevention of thrombus formation in stenosed arteries. 

Another embodiment of the present invention is a use of a polypeptide as defined above, 
a nucleic acid as defined above or an agent as defined above for the preparation of a 
medicament for the prevention of hyperplasia after angioplasty, atherectomy or arterial 
stenting 

Another embodiment of the present invention is a use of a polypeptide as defined above, 
a nucleic acid as defined above or an agent as defined above for the preparation of a 
medicament for the prevention of unstable angina. 

Another embodiment of the present invention is a use of a polypeptide as defined above, 
a nucleic acid as defined above or an agent as defined above for the preparation of a 
medicament for the prevention or treatment of occlusive syndrome in a vascular system. 

Another embodiment of the present invention is a method of diagnosing a disease or 
disorder characterised by a dysfunction of a polypeptide comprising the antigen as defined 
above comprising: 

(a) contacting a sample with a polypeptide as defined above, and 
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(b) detecting binding of said polypeptide to said sample, and 

(c) comparing the binding detected fn step (b) with a standard, wherein a 
difference in binding relative to said sample is diagnostic of a disease or disorder 
characterised by dysfunction of the antigen as defined above. 

5 

Another embodiment of the present invention -is-a method of diagnosing a disease or - ■- 
disorder characterised by the dysfunction of TNF-alpha comprising: 

(a) contacting a sample with a polypeptide as defined above, and 

(b) detecting binding of said polypeptide to said sample, and 

(c) comparing the binding detected in step (b) with a standard, wherein a 
difference in binding relative to said sample is diagnostic of a disease or disorder 
characterised by dysfunction of TNF-alpha. 

Another embodiment of the present invention is a method of diagnosing a disease or ' 
disorder characterised dysfunction of platelet aggregation comprising: 

(a) contacting a sample with a polypeptide as defined above, and 

(b) detecting binding of said polypeptide to said sample, and' 

(c) comparing the binding detected in step (b) with a standard, wherein a 
difference in binding relative to said sample is diagnostic of a disease or disorder 
characterised by dysfunction of platelet aggregation. 

Another embodiment of the present invention is a kit for screening for a disease or 
disorder as defined above, using the methods as defined above. 

Another embodiment of the present invention is a kit as defined above comprising an 
isolated polypeptide as defined above. 

Another embodiment of the present Invention is a use of a polypeptide as defined above 
for the purification of said antigen. 

Another embodiment of the present invention is a use of a polypeptide as defined above 
for the purification TNF-alpha. 

Anomer embodiment of the present invention is a use of a polypeptide as defined above 
for the purification of von Wlllebrand factor, von Wfl.ebrand factor A1 domain, von 
Willebrand factor A3 domain, gplb. gpJa/Ha, or collagen type I 
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Another embodiment of the present invention is a use of a polypeptide as defined above 
for inhibiting the interaction between TNF-alpha and one or more TNF-aipha receptors. 

Another embodiment of the present invention is a use of a polypeptide as defined above 
for inhibiting the interaction between von Willebrand factor and collagen and/or platelet 
receptors. 

Another embodiment of the present invention is a use of a polypeptide as defined above 
for inhibiting platelet aggregation. 

Another embodiment of the present invention is a use of a polypeptide as defined above 
or a nucleic acid as defined above for the manufacture of a medicament to be 
administered orally, for the prevention or treatment of any of the disorders as defined 
above. 



Another embodiment of the present invention is a method for producing a polypeptide as 
defined above comprising the steps of: 

(a) obtaining double stranded DNA encoding a camelidae species single domain 
heavy chain antibody directed to said antigen, 

(b) selecting and screening DNA comprising at position 103 a tryptophan residue 
and at position 45 an amino acid residue selected from the group consisting of 
glycine, alanine, valine, leucine, isoleucine, proline, phenylalanine, tyrosine, 
tryptophan, methionine, serine, threonine, asparagine, glutamine, and 

(c) cloning and expressing the DNA selected in step (b). 

Another embodiment of the present invention is a method of producing a polypeptide as 
defined above comprising 

(a) cuituring host cells comprising nucleic acid capable of encoding a polypeptide 
as defined above, under conditions allowing the expression of the polypeptide, 
and, 

(b) recovering the produced polypeptide from the culture. 

Another embodiment of the present invention is a method as defined above, wherein said 
host cells are bacterial or yeast 
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Another embodiment of the present invention is a method for humanising a Camelidae 
antyibody or antibody fragment comprising introducing in the amino acid sequence of said 
antibody or antibody fragment, at position 103 a tryptophan residue and at position 45 an 
amino acid residue selected from the group consisting of glycine, alanine, valine, leucine, 
5 isoleucine, proline, phenylalanine, tyrosine, tryptophan, methionine, serine, threonine, 

asparagine. giutamine said positions. determined.according.to.the Kabatnumbering _.. 

Another embodiment of the present invention is a method for humanising a Camelidae 
antibody or antibody fragment comprising introducing in the nucleic acid sequence of said 
antibody or antibody fragment, at amino acid position 103 a codon encoding a tryptophan 
residue and at amino acid position 45 a codon encoding an amino acid residue selected 
from the group consisting of glycine, alanine, valine, leucine, isoleucine, proline, 
phenylalanine, tyrosine, tryptophan, methionine, serine, threonine, asparagine, giutamine 
said positions determined according to the Kabat numbering. 
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In the aggregation-related aspect of the invention, an embodiment is a polypeptide 
comprising the sequence of a Camelidae antibody directed against a von Willebrand 
factor peptide, a von Willebrand factor A1 domain peptide, a von Willebrand factor A3 
domain peptide, a gplb peptide, a gpla/lla peptide, or a collagen peptide, a homologous 
sequence of said antibody sequence and/or a functional portion of said antibody 
sequence. Afunctional portion might include a VHH domain of said Camelidae antibody. 

In the aggregation-related aspect of the invention, another embodiment is a polypeptide 
comprising a sequence represented by SEQ ID NO: 1, 2, 3, 4, 5, 6, 7, 8 or 9, a 
25 homologous sequence thereof and/or a functional portion thereof. 
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In the aggregation-related aspect of the invention" another embodiments a polypeptide 
as defined above wherein said polypeptide is a VHH molecule comprising said 
polypeptide or an Fc molecule comprising said polypeptide, or wherein said polypeptide is 
pegylated. 

In the aggregation-related aspect of the invention, another embodiment is a polypeptide 
as defined above for use as a medicament. 
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In the aggregation-related aspect of the invention, another embodiment is a polypeptide 
as defined above for the preparation of a medicament for treating and/or preventing and/or 
alleviating conditions relating to platelet aggregation or dysfunction thereof. 

5 In the aggregation-related aspect of the invention, another embodiment is a polypeptide 
as defined above for the preparation of a medicament for treating and/or preventing and/or 
alleviating conditions arising from transient cerebral ischemic attack, unstable angina 
pectoris, cerebral infarction, myocardial infarction, peripheral arterial occlusive disease, 
restenosis, coronary by-pass graft, or coronary artery vaive replacement and corona^ 
1 0 interventions such angioplasty, stenting, or atherectomy. 

In the aggregation-related aspect of the invention, another embodiment is a method of 
producing a polypeptide as defined above comprising 

(a) culturing host cells comprising nucleic acid capable of encoding a polypeptide 
as defined above, under conditions allowing the expression of the polypeptide, 
and, 

(b) recovering the produced polypeptide from the culture. 

in the aggregation-related aspect of the invention, another embodiment is a method as 
20 defined above, wherein said host cells are bacterial or yeast. 

In the aggregation-related aspect of the invention, another embodiment is a method of 
identifying an agent that modulates platelet aggregation comprising 

(a) contacting a polypeptide as defined above with a polypeptide corresponding to 
its target, a homologous sequence of said target, and/or a functional portion of said 
target, in the presence and absence of a candidate modulator under conditions 
permitting binding between said polypeptides, and 

(b) measuring the binding between the polypeptides of step (a), wherein a 
decrease in binding in the presence of said candidate modulator, relative to the 
binding in the absence of said candidate modulator identified said candidate 
modulator as an agent that modulate platelet aggregation. 

In the aggregation-related aspect of the invention, another embodiment Is a kit for 
screening for agents that modulate platelet aggregation according to the method as 
35 defined above. 
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In the aggregation-related aspect of the Invention, another embodiment is an unknown 
agent that modulates platelet aggregation identified according to the method as defined 
above. 

5 In the aggregation-related aspect of the invention, another embodiment is a method of 
- diagnosing a disease or- disorder characterised by dysfunction of piatelet aW egatTon 
comprising the steps of: aaiB 9 «auon 

(a) contacting a sample with a polypeptide as defined above, and 

(b) detecting binding of said polypeptide to said sample, and 

> (c) comparing the binding detected in step (b) with a standard, wherein a 

deference in binding relative to said sampie is diagnostic of a disease or disorder 
characterised by dysfunction of platelet aggregation. 

In the aggregation-related aspect of the invention, another embodiment is a kit for 
screenmg for diagnosing a disease or disorder characterised by dysfunction of p»at e e 
aggregation according to the method as defined above. 

•n the aggregation-related aspect of the invention, another embodiment is a kit as defined 
above comprising an isolated polypeptide as defined above. 

o^Lr^T^ 3SPeCt ° f ^ ,nVent,0n " an ° ther ■"*■*"■* is a use of a 

Z£ T* " abOVS PUriffCaG ° n ° f V ° n W ~ -n Willebrand 

factor A1 domain, von Wiliebrand factor A3 domain, gplb. gpla/lla, or collagen. 

in the aggregation-related aspect of the invention, another embodiment is a nuCeio acid 
capable of encoding a polypeptide as defined above. 

Tn^ 

as defined above for use as a medicament. 

in the aggregation.elated aspect of the invention, another embodiment is a nucleic acid 
action 5 re ' aan9 t0 P ' ate,et 3 "~ ^ /0r 3 * I*— 

12ZT U °T ate(i 3SPeCt ° f ^ inVentl ° n ' an0ther embodi —t is a nucleic acid 
as defined above for the preparation of a medicament for treating and/or preventing and^r 
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alleviating conditions arising from coronary interventions such as angioplasty, stenting, or 
atherectomy. 

In the aggregation-related aspect of the invention, another embodiment is a nucleic acid 
5 as defined above for the preparation of a medicament for treating and/or preventing and/or 
alleviating conditions arising from transient cerebral ischemic attack, unstable angina 
pectoris, cerebral infarction, myocardial infarction, peripheral arterial occlusive disease, 
restenosis f coronary by-pass graft, or coronary artery valve replacement. 

10 In the aggregation-related aspect of the invention, another embodiment is a kit as defined 
above comprising an isolated nucleic acid as defined above. 

In the aggregation-related aspect of the invention* another embodiment is a use of a 
nucleic acid as defined above for the purification of von Willebrand factor, von Willebrand 
15 factor A1 domain, von Willebrand factor A3 domain, gplb, gpla/lla. or collagen. 

In the aggregation-related aspect of the invention, another embodiment is a use of a 
polypeptide as defined above for inhibiting the interaction between von Willebrand factor 
and collagen and/or platelet receptors. 

20 

In the aggregation-related aspect of the invention, another embodiment is a use of a 
polypeptide as defined above for inhibiting platelet aggregation. 

In the aggregation-related aspect of the invention, another embodiment is a use of a 
25 polypeptide according to any of as defined above, a nucleic acid as defined above, an 
agent as defined above for the preparation of a composition for treating conditions relating 
to platelet aggregation or dysfunction thereof. 

In the aggregation-related aspect of the invention, another embodiment is a composition 
30 comprising a polypeptide as defined above, a nucleic acid as defined above or an agent 
as defined above. 

In the aggregation-related aspect of the Invention, another embodiment is a polypeptide 
as defined above for the preparation of a medicament for the prevention of the formation 
35 of a non-occlusive thrombus. 
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In the aggregation-related aspect of the invention, another embodiment is a polypeptide 
as defined above for preparation of a medicament for the prevention of the formation of an 
occlusive thrombus. 

In the aggregation-related aspect of the invention, another embodiment is a polypeptide 
as defined above for the preparation of a medicament ..for .the prevention of arterial 
thrombus formation. 

In the aggregation-related aspect of the invention, another embodiment is a polypeptide 
as defined above for the preparation of a medicament for the prevention of acute coronary 
occiusion. 



In the aggregation-related aspect of the invention, another embodiment is a polypeptide 
as defined above for the preparation of a medicament for maintaining the patency of 
5 diseased arteries. 

In the aggregation-related aspect of the invention, another embodiment is a polypeptide 
as defined above for the preparation of a medicament for the prevention of restenosis. 

In the aggregation-related aspect of the Invention, another embodiment is a polypeptide 
as defined above for the preparation of a medicament for the prevention of restenosis 
after PCTA or stenting. 

In the aggregation-related aspect of the. invention, another embodiment is a polypeptide 
as defined above for the preparation of a medicament for the prevention of thrombus 
formation in stenosed arteries. 

In the aggregation-refated aspect of the invention; another embodiment is a polypeptide 
as defined above for the preparation of a medicament for the prevention of hyperplasia 
after angioplasty, atherectomy or arterial stenting 

In the aggregation-related aspect of the invention, another embodiment is a polypeptide 
as defined above for the preparation of a medicament for the prevention of unstable 
angina. 
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In the aggregation-related aspect of the invention, another embodiment is a polypeptide 
as defined above for the preparation of a medicament for the prevention or treatment of 
occlusive syndrome in a vascular system. 

5 In the aggregation-related aspect of the invention, another embodiment is a use of a 
polypeptide as defined above for the manufacture of a medicament to be administered 
orally, for the prevention or treatment of disorders as defined above. 

Screening 

10 In one aspect of the invention, one can use a polypeptide from the new class of VHHs (e.g 
SEQ ID NO: 1 and 11), a homologous sequence thereof, or a functional portion thereof, 
which has been raised against an antigen (e.g. vWF, TNF-alpha) in order to screen for 
agents that modulate the binding of the polypeptide to said antigen. When Identified in an 
assay that measures binding or said polypeptide displacement alone, agents will have to 

15 be subjected to functional testing to determine whether they would modulate the action of 
the antigen in vivo. Examples of screening assays are given below primarily in respect of 
SEQ ID NOs: 1 as the polypeptide and vWF as the target However, the method below 
equally applies to screening for candidate modulators that bind to an antigen, using a 
peptide of the new class of VHHs as the polypeptide, and the antigen against which the 

20 VHH is directed in place of vWF. 

Alternatively, one can use a polypeptide of the invention (e.g. SEQ ID NOs: 11 to 23 or 
other anti-TNF-alpha polypeptides, a homologous sequence thereof, or a functional 
portion thereof) in order to screen for agents that modulate the binding of the polypeptide 
25 to a TNF-alpha. When identified in an assay that measures binding of said polypeptide 
displacement alone, agents will have to be subjected to functional testing to determine 
whether they act as modulators of binding between TNF-alpha and TNF-alpha receptor. 

In the aggregation-related aspect of the invention, one can use a polypeptide of the 
30 invention (e.g. SEQ ID NOs: 1 to 9 or other aggregation-related polypeptides, a 
homologous sequence thereof, or a functional portion thereof) in order to screen for 
agents that modulate the binding of the polypeptide to a vWF (or gplb, gpla/ila, or 
collagen). When identified in an assay that measures binding or said polypeptide 
displacement alone, agents will have to be subjected to functional testing to determine 
35 whether they act as modulators of platelet aggregation. 
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in an example of a displacement experiment, phase or oells expressing vWF or a 
fragment thereof are Incubated In binding buffer with, for example, a polypeptide 
represented by SEQ ID NO: 1 whloh has been labeled. In the presence or absence of 
Incraaslng concentrations of a candidate modulator. To validate and calibrate the assay 
. control competition cottons using Increasing concentrations of said polypeptide and 

bound, labeled polypeptide is measured as appmpriate for toe given label eg 
«nM» counting, fluorescence, etc.). A decrease of a, leas, ,0% in to. amount of 
labeled polypeptide bound in me presence of candidate modulator indicates disptocemen. 
o, binding by the candidate moduiator. Candidate moduiatera are considerad to bind 
specncaliy in this or other assays described hen* if may displace 50% of labeled 
polypeptide (sub-saturatlng poiypepflde dose) a. a concentration of 1 pM or .ess Of 

which alter the binding between the potypepHdes repented by SEQ .D NOs: 1 to ^ 
otoer aggragadon-raiated polypepddes" and macromo.ecu.es involved in platelet 

8 ~° n "" h * eXampte - ^ «** - collagen, or a f ra gmen, toeraof. 

H may afeo be easily be applied to screening for candidate modulatory which a«er toe 
b,nd,ng between the po.ypep.ldes presented by SEQ >D NOs: „ to 23 or J^JZ 
TNF-alpha polypeptides ■ and TNF-alpha or a fragment thereof. 

Altemaflve*. binding or dlsp,acemen. of binding can be montorad by surfaee piesmon 
rasonance (SPR). Surface piasmon rasonanee assays can be used as . J^ZZ 

im!- J"*™* Dindln9 ° e,Ween *° by *» n-i near an 

Z^f ^ .T^ ° y WrK "' n9 ° f l0SS °' *** ° f • to '"ample, toe 
polypepdde represented by SEQ ,0 NO: 1 from toe aqueous phase to a »WF. or fragment 

.hereof .mmobiifced to a membrane on toe sensor. Thfe change In mass Is meas3Ts 

re™ unrts versus flme after injecdon or ramova, of toe saK poiypepdde or ceno^e 

moduiator «, . measured using a Biaiore Biosensor (Biacore AB). vWF, or fragment 

Sr*-"V eXamP ' a ,mm0b '" Zed 3 MnS ° r ** ** — rasearch gZ 
CMS ch,p; Biacora AB) to a thin «,m iipid membrane according to methods described by 
Saiamon e. al. (Saiamon e« a/., 1896, Biophys J. 71: 283-294; Saiamon ef a/ ^01 
aophys. d. 8o: 1557 . 1587; e( 1999 , Trepds e|ochem ^ g «H. 

o, w»»ch ,s inco^rated herein by reference.,. Sarrio et a,, demonstrated ,ha, SPR caTbe 

Te ? d ' n9 to ^ QP ° R A(1> aden0 * 9 "—ed* " Z 

TlZZT *?T 200 °- M °'- °* B '°'- * S164 " 5174 ' ""-a— herl 

by rafe ranee). Condons for the binding of a polypeptide such as. for exampte a 
polypeptide represented by SEQ ID NOs- 1234*0-7,. „. ««ni»a. a 

/ uu ivus. l . 2, 3, 4, 5, 8, 7, 8 or g to a vWF. or fragment 
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thereof in an SPR assay can be fine-tuned by one of skill in the art using the conditions 
reported by Sarrio et al. as a starting point Of course, the above method might easily be 
applied to screening for candidate modulators which alter the binding between " other 
aggregation-related polypeptides " and macromolecules involved in platelet aggregation 
5 such as, for example, vWF, gplb, gpla/lla, or collagen, or a fragment thereof. It may also 
be easily be applied to screening for candidate modulators which alter the binding 
between the polypeptides represented by SEQ ID NOs: 11 to 23 or "other anti-TNF-alpha 
polypeptides " and TNF-alpha or a fragment thereof. 

10 SPR can assay for modulators of binding in at least two ways. First, a polypeptide 
represented by SEQ ID NO: 1, for example, can be pre-bound to immobilized vWF, or 
fragment thereof, followed by injection of candidate modulator at a concentration ranging 
from 0.1 nM to 1 pM. Displacement of the bound polypeptide can be quantitated, 
permitting detection of modulator binding. Alternatively, the membrane-bound vWF, or 

15 fragment thereof can be pre-incubated with a candidate modulator and challenged with, 
for example, a polypeptide represented by SEQ ID NO: 1. A difference in binding affinity 
between said polypeptide and vWF, or fragment thereof pre-incubated with the modulator, 
compared with that between said polypeptide and vWF, or fragment thereof in absence of 
the modulator will demonstrate binding or displacement of said polypeptide in the 

20 presence of modulator. In either assay, a decrease of 10% or more in the amount of said 
polypeptide bound in the presence of candidate modulator, relative to the amount of said 
polypeptide bound in the absence of candidate modulator indicates that the candidate 
modulator inhibits the interaction of vWF, or fragment thereof and said polypeptide. Of 
course, the above method might easily be applied to screening for candidate modulators 

25 which alter the binding between the polypeptides represented by SEQ ID NOs: 2 to 9 or " 
other aggregation-related polypeptides " and macromolecules involved in platelet 
aggregation such as, for example, vWF, gplb, gpla/lla, or collagen, or a fragment thereof. 
It may also be easily be applied to screening for candidate modulators which alter the 
binding between the polypeptides represented by SEQ ID NOs: 11 to 23 or "other anti- 

30 TNF-alpha polypeptides M and TNF-alpha or a fragment thereof. 

Another method of detecting inhibition of binding of, for example, a polypeptide 
represented by SEQ ID NOs: 1 to 9, to vWF, or fragment thereof uses fluorescence 
resonance energy transfer (FRET). FRET is a quantum mechanical phenomenon that 
35 occurs between a fluorescence donor (D) and a fluorescence acceptor (A) In close 
proximity to each other (usually < 100 A of separation) if the emission spectrum of D 
overlaps with the excitation spectrum of A. The molecules to be tested, e.g. a polypeptide 
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represented by SEQ ID NO: 1 and a vWF. or fragment thereof, are labelled with a 
complementary pair of donor and acceptor fluorophores. While bound closely together by 
the vWF: polypeptide Interaction, the fluorescence emitted upon excitation of the donor 
fluorophore will have a different wavelength from that emitted in response to that 
5 excitation wavelength when the said polypeptide and vWF, or fragment thereof are not 

bound., providing for quantitation of bound versus unbound, molecules by. measurement of 

emission Intensity at each wavelength. Donor fluorophores with which to label the vWF, 
or fragment thereof are well known in the art. Of particular interest are variants of the A 
Victoria GFP known as Cyan FP (CFP. Donor (D)) and Yellow FP (YFP, Acceptor (A)) As 
10 an example, the YFP variant can be made as a fusion protein with vWF, or fragment 
thereof. Vectors for the expression of GFP variants as fusions (Clontech) as well as 
flurophore-labeled reagents (Molecular Probes) are known in the art. The addition of a 
candidate modulator to the mixture of fluorescently-labelled polypeptide and YFP-vWF will 
result in an inhibition of energy transfer evidenced by. for example, a decrease in YFP 
15 fluorescence relative to a sample without the candidate modulator. In an assay using 
FRET for the detection of vWF : polypeptide interaction, a 10% or greater decrease in the 
intensity of fluorescent emission at the acceptor wavelength in samples containing a 
candidate modulator, relative to samples without the candidate modulator, indicates that 
the candidate modulator inhibits the WVF:polypeptide Interaction. Of course, the above 
20 method might easily be applied to screening for candidate modulators which alter the 
binding between the polypeptides represented by SEQ ID NOs: 2 to 9 or • other 
aggregation-related polypeptides - and macromolecules involved in platelet aggregation 
such as. for example. vWF. gplb. gpla/lla. or collagen, or a fragment thereof. It may also 
be easily be applied to screening for candidate modulators which alter the binding 
between the polypeptides represented by SEQ ID NOs: 11 to 23 or "other anti-TNF-alpha 
polypeptides " and TNF-alpha or a fragment thereof. 

A variation on FRET uses fluorescence quenching to monitor molecular interactions. One " 
molecule in the interacting pair can be labelled with a fluorophore. and the other with a 
molecule that quenches the fluorescence of the fluorophore when brought into close 
apposition with it. A change in fluorescence upon excitation is indicative of a change in 
the association of the molecules tagged with the fluorophore:quencher pair. Generally, an 
increase in fluorescence of the labelled vWF. or fragment thereof is indicative that the 
polypeptide molecule (e.g. a polypeptide represented by SEQ ID NOs: 1, 2. 3, 4 5 6 7 8 
or 9) bearing the quencher has been displaced. For quenching assays, a 10% or greater 
increase in the intensity of fluorescent emission in samples containing a candidate 
modulator, relative to samples without the candidate modulator, indicates that the 
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candidate modulator inhibits vWF : polypeptide interaction. Of course, the above method 
might easily be applied to screening for candidate modulators which alter the binding 
between - other aggregation-related polypeptides - and macromolecules involved in 
platelet aggregation such as, for example, vWF, gplb, gpla/lla, or collagen, or a fragment 
thereof. It may also be easily be applied to screening for candidate modulators which alter 
the binding between the polypeptides represented by SEQ ID NOs: 1 1 to 23 or "other anti- 
TNF-alpha polypeptides • and TNF-alpha or a fragment thereof. 

In addition to the surface plasmon resonance and FRET methods, fluorescence 
polarization measurement is useful to quantitate binding. The fluorescence polarization 
value for a fluorescently-tagged molecule depends on the rotational correlation time or 
tumbling rate. Complexes, such as those formed by vWF, or fragment thereof associating 
with a fluorescently labelled polypeptide (e.g. a fluorescently-labelled polypeptide 
represented by SEQ ID NOs: 1. 2. 3, 4, 5. 6, 7. 8 or 9). have higher polarization values 
15 than uncomplexed. labelled polypeptide. The inclusion of a candidate inhibitor of the 
WVRpolypeptide interaction results in a decrease in fluorescence polarization, relative to a 
mixture without the candidate inhibitor, If the candidate inhibitor disrupts or inhibits the 
interaction of vWF. or fragment thereof with said polypeptide. Fluorescence polarization is 
well suited for the identification of small molecules that disrupt the formation of vWF: 
20 polypeptide complexes. A decrease of 10% or more In fluorescence polarization in 
samples containing a candidate modulator, relative to fluorescence polarization in a 
sample lacking the candidate modulator, indicates that the candidate modulator inhibits 
the vWF: polypeptide Interaction. Of course, the above method might easily be applied to 
screening for candidate modulators which alter the binding between - other aggregation- 
25 related polypeptides • and macromolecules involved in platelet aggregation such as, for 
example. vWF, gplb, gpla/lla, or collagen, or a fragment thereof. It may also be easily be 
applied to screening for candidate modulators which alter the binding between the 
polypeptides represented by SEQ ID NOs: 11 to 23 or "other anti-TNF-alpha polypeptides 
" and TNF-alpha or a fragment thereof. 
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Another alternative for monitoring vWF : polypeptide interactions uses a biosensor assay. 
ICS biosensors have been described in the art (Australian Membrane Biotechnology 
Research Institute; Cornell B, Braach-Maksvytis V. King L, Osman P, Raguse B 
Wieczorek L, and Pace R. "A biosensor that uses ion-channel switches" Nature 1997, 
387, 580). In this technology, the association of vWF, or fragment thereof and a 
polypeptide (e.g. a polypeptide represented by SEQ ID NOs: 1, 2. 3, 4, 5, 6, 7, 8 or 9) is 
coupled to the closing of gramacidin-facilitated ion channels in suspended membrane 
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Mayers and thus to a measurable change in the admittance (similar to impedence) of the 
biosensor. This approach Is linear over six orders of magnitude of admittance change and 
is ideally suited for large scale, high throughput screening of small molecule combinatorial 
hbraries. A 10% or greater change (increase or decrease) in admittance in a sample 
containing a candidate modulator, relative to the admittance of a sample lacking the 
-^mimm mmam indicates Wtt-^^ W|ifft| ^ 
vWF, or fragment thereof and said polypeptide. It is Important to note that In assays 
testing the mteraction of vWF, or fragment thereof with a polypeptide (such as for 
example, a polypeptide represented by SEQ ID NOs: 1, 2. 3, 4. 5. 6, 7. 8 or 9) it is 
possible that a modulator of the interaction need not necessarily interact directly wim the 
domains) of the proteins that physicaily Interact with said polypeptide. ,t is also possible 
that a modulator will Interact at a location removed from the site of Interaction and cause 
for example, a conformational change in the vWF. Modulators (Inhibitors or agonists) thai 
act In this manner are nonetheless of Interest as agents to modu.ate platelet aggregation 
Of course, the above method might easily be app.led to screening for candidate 
mediator* which alter the binding between "other aggregation-related polypeptides - and 
~ inVOlV6d in P ,atelet negation such as. for example. vWF, gp,b 

TZZT T^r 3 fra9mSnt there ° f - " ^ a,S ° bS -* be to screening 

ZoTnTn ^ a ' ter ^ blndin9 b6tWeen the P^PeP«des represented by 

SEQ ID Os: 11 to 23 or "other anti-TNF-alpha polypeptides » and TNF-alpha or a 
fragment thereof. H a 
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Any of the binding assays described can be used to determine the presence of an agon, in 

IT! "' 9 - ' *" * *- ^ *> «*■ or^men. .hereof, orthe. affects Z 

binding of, for example, a polypeptide represented by SEQ ID NO' u 34s ,,,„. 
to the vWF, or fragment thereof. To do so a vWF. crimen, btareo, is ^eact ^ S L 
polypapbde In the presence or absence c ate sample, and polypeptide bltlg Is 
measured as appropriate for *e bMng assay bang used. Adecrease of 10% or mole in 

2 birr VZ PO,yPOP,lde ** ** CO " telns a " plates 

the binding of said polypeptide to ma vWF. or fragment thereof. Of cou.se. ma above- 

!TT!f r* 0 " ""^ ^ te aPP " ed to SCreen, "9 *» modulatora W hich 

alter the binding behveen -other aggragatton-raiated po.ypep M es» and maoramolecuL 
involved ,n ptateta. aggregation such as, for example. WVF. g p,b. g p,a/,.a, or collagen Tr 
a fragment tteraof. „ may also be easi* be applied to scraenlng for candidate modutatora 
wh,ch alter fhe binding batmen me polypepbdes raprasented by SEG ID NOs- Tf te ^ 
"omeranWMF^phapolypepHdes-andTNF.Iphaorafragmep.mereof 
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Cells 

A cell that is useful according to the invention is preferably selected from the group 
consisting of bacterial cells such as, for example, £ coli, yeast cells such as, for example. 
S. cerevisiae, P. pastoris, insect cells or mammal cells. 

A cell that is useful according to the invention can be any cell into which a nucleic acid 
sequence encoding a polypeptide comprising SEQ ID NOs: 1 to 9, 1 1 to 23 (or other anti- 
TNF-alpha polypeptides, other aggregation-related polypeptides, or other polypeptides 
belonging to the new class of VHHs). a homologous sequence thereof and/or a functional 
portion thereof according to the invention can be introduced such that the polypeptide is 
expressed at natural levels or above natural levels, as defined herein. Preferably a 
polypeptide of the invention that is expressed in a cell exhibits normal or near normal 
pharmacology, as defined herein. Most preferably a polypeptide of the invention that is 
expressed in a cell comprises the nucleotide sequence capable of encoding any one of 
the amino acid sequences presented in Table 1 and 2 or capable of encoding an amino 
acid sequence that is at least 70% identical to the amino acid sequence presented in 
Table 1 and 2. 



According to a preferred embodiment of the present invention, a cell is selected from the 
group consisting of COS7-celis, a CHO cell, a LM (TK-) cell, a NIH-3T3 cell, HEK-293 cell, 
K-562 cell or a 1 321 N1 astrocytoma cell but also other transfectable cell lines. 

Medical treatment 

In general, "therapeutically effective amount", "therapeutically effective dose" and 
"effective amount" means the amount needed to achieve the desired result or results 
(treating or preventing platelet aggregation). One of ordinary skill in the art will recognize 
that the potency and, therefore, an "effective amount" can vary for the various compounds 
that inhibit platelet aggregation used in the invention. One skilled in the art can readily 
assess the potency of the compound. 

As used herein, the term "compound" refers to a polypeptide represented by SEQ ID NOs: 
1 to 9, 11 to 23, other anti-TNF-alpha polypeptides, other aggregation-related 
polypeptides, or other polypeptides belonging to the new class of VHHs, a homologous 
sequence thereof, or a homologue thereof, or a nucleic acid capable of encoding said 
polypeptide or an agent identified according to the screening method described herein or 
said polypeptide comprising one or more derivatised amino acids. 
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By "pharmaceuticaliy acceptable" is meant a material that is not biologically or otherwise 
undesirable, le., the material may be administered to an individual along with the 
compound without causing any undesirable biological effects or interacting in a deleterious 
manner with any of the other components of the pharmaceutical composition in which it is 
5 contained. 



10 



Polypeptides of the new class of VHH's as disclosed herein is useful for treating or 
preventing conditions in a subject and comprises administering a pharmaceutical^ 
effective amount of a compound or composition. 



Polypeptides of corresponding to SEQ ID NOs: 1 1 to 23 and other anti-TNF polypeptides 
as disclosed herein is useful for treating or preventing conditions relating to rheumatoid 
arthritis, Crohn's disease, ulcerative colitis and multiple sclerosis in a subject and 
comprises administering a pharmaceutical^ effective amount of a compound or 
1 5 composition that binds TNF-alpha. 

The aggregation-related aspect of the invention as disclosed herein is useful for treating or 
preventing a condition of piateiet aggregation, in a subject and comprising administering a 
Pharmaceutical^ effective amount of a compound or composition that inhibits BTK and 
20 that inhibits platelet aggregation. 

Polypeptides of the new class of VHH's as disciosed herein is useful for treating or 
preventing conditions In a subject and comprises administering a pharmaceutical 
effective amount of a compound combination with another, such as, for exampie, aspirin 



25 



Polypeptides of corresponding to SEQ ID NOs: 11 to 23 and other anti-TNF polypeptides 
aS d,SC,OSed ^ is . usefu, for treating or preventing conditions relating to rheumatoid 
arthrms, Crohn's disease, ulcerative colitis and multiple sclerosis in a subject and 
comprises administering a pharmaceutical effective amount of a compound combination 
so with another, such as, for example, aspirin. 

The aggregation-related aspect of the present invention relates to the use of compounds 
of the invention for treating or preventing a condition of piateiet aggregation, in a subject 
and compnsing administering a pharmaceutlcaily effective amount of a compound in 
35 combination with another, such as, for exampie. aspirin 
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The aggregation-related aspect of the present invention also relates to a bivalent construct 
comprising one "other polypeptide" directed to collagen and one "other polypeptide" 
directed to platelets (for example, gplb and gpla/lla), which may be used to treat patients 
suffering from vWF disease. vWF disease occurs in patients suffering from a lack of or 
5 insufficient vWF. 

The present invention is not limited to the administration of formulations comprising a 
single compound of the invention. It is within the scope of the invention to provide 
combination treatments wherein a formulation is administered to a patient in need thereof 
10 that comprises more than one compound of the invention. 

Conditions mediated by TNF-alpha include, but are not limited to rheumatoid arthritis. 
Crohn's disease, ulcerative colitis and multiple sclerosis. 

t 

15 Conditions of platelet aggregation include, but are not limited to. unstable angina, angina 
pectoris, embolus formation, deep vain thrombosis, hemolytic uremic syndrome, hrmolytic 
anemia, acute renal failure, thrombolytic complications, thrombotic thrombocytopenic 
purpura, disseminated intravascular comgelopathy, thrombosis, coronary heart disease, 
thromboembolic complications, myocardial infarction, restenosis, and atrial thrombosis 

20 formation in atrial fibrillation, chronic unstable angina, transient ischemic attacks and 
strokes, peripheral vascular disease, arterial thrombosis, pre-eclampsia, embolism, 
restenosis and/or thrombosis following angioplasty, carotid endarterectomy. anastomosis 
of vascular grafts, and chronic exposure to cardiovascular devices. Such conditions may 
also result from thromboembolism and reocculsion during and after thrombolytic therapy. 

25 after angioplasty, and after coronary artery bypass. 



It is well known in the art how to determine the inhibition of platelet aggregation using the 
standard tests described herein, or using other similar tests. Preferably, the method would 
result in at least a 10% reduction in platelet aggregation, including, for example, 15%, 
30 20%. 25%, 30%, 40%, 50%.60%. 70%. 80%. 90%. 100%, or any amount in between, 
more preferably by 90%. 

Similarly, the method would result in at least a 10% reduction in intracellular calcium 
mobilisation including, for example. 15%. 20%, 25%. 30%, 40%, 50%, 60%, 70%, 80%, 
35 90%, 100%. Similarly, the method would result in at least a 10% reduction in the level of 
phosphorylated PLCg 2 including, for example. 15%. 20%, 25%. 30%. 40%, 50%. 60% 
70%, 80%, 90%, 100%. 
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The reduction can be measured, for example, by comparing the optical Impedance In a 
chronology platelet aggregometer. Any other known measurement method may also be 
used. For example, (1) upon collagen stimulation, the level of collagen-Induced 
intracellular calcium mobilization increases over time and so the measurement may 
include measuring ihefevel of coflagen^nduced intracellular calcium or (2) upon collagen 
stimulation, the level of phosphorated PLCg 2 increases over time and so the 
measurement may include measuring the level of phosphorylated PLCg 2. 

The cells can be contacted in vitro, for example, by adding a compound of the invention to 
the culture medium (by continuous infusion, by bolus delivery, or by changing the medium 
to a medium that contains the compound) or by adding the compound to the extracellular 
fluid in vivo (by local delivery, systemic de.lvery, inhalation, intravenous injection bolus 
dehvery. or continuous infusion). The duration of "contact" with a celt or population of cells 
» determined by the time the compound is present at physiologically effective levels or at 
presumed physiologically effective levels In the medium or extracellular fluid bathing the 
ceil or cells. Preferably, the duration of contact is 1-96 hours, and more preferably for 24 
hours, but such time would vary based on the half-life of the compound and could be 
optimized by one skilled in the art using routine experimentation. 

The compound useful In the present invention can be formulated as pharmaceutical 
compositions and administered to a mammalian host, such as a human patient or a 
domestic animal in a variety of forms adapted to the chosen route of administration, is 
orally or parenteral.^ by intranassally by inhalation, intravenous, intramuscular, topica or 
55 subcutaneous routes. 

The compound of the present invention can also be administered using gene therapy 
methods of deliver See, e.g., U.S. Patent No. 5.399,346. which is incorporated by 
reference In its entirety. Using a gene therapy method of delivery, primary cells 
transfected with the gene for the compound of the present invention can additionally be 
transacted with tissue specific promoters to target specific organs, tissue, grafts, tumors, 
or cells. 

Thus, the present compound may be systemlcally administered. o.g.. orally In 
combmatjon wtth a phannaceutlcally acceptable vehicle such as an Inert dliuent or an 
assimilable edtote earner. They may be encosad In hard or soft shell gelatin capsules 
may be compressed into tablets, or may be .nccrporated diractly with the food of the 
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patient's diet. For oral therapeutic administration, the active compound may be combined 
with one or more excipients and used in the form of ingestible tablets, buccal tablets, 
troches, capsules, elixirs, suspensions, syrups, wafers, and the like. Such compositions 
and preparations should contain at least 0.1% of active compound. The percentage of the 
compositions and preparations may, of course, be varied and may conveniently be 
between about 2 to about 60% of the weight of a given unit dosage form. The amount of 
active compound fn such therapeutically useful compositions is such that an effective 
dosage level will be obtained. 



1 0 The tablets, troches, pills, capsules, and the like may also contain the following: binders 
such as gum tragacanth, acacia, corn starch or gelatin; excipients such as dlcalcium 
phosphate; a disintegrating agent such as com starch, potato starch, alglnic acid and the 
like; a lubricant such as magnesium stearate; and a sweetening agent such as sucrose, 
fructose, lactose or aspartame or a flavoring agent such as peppermint, oil of wintergreen, 

1 5 or cherry flavoring may be added. When the unit dosage form is a capsule, it may contain! 
in addition to materials of the above type, a liquid carrier, such as a vegetable oil or a 
polyethylene glycol. Various other 

materials may be present as coatings or to otherwise modify the physical form of the solid 
unit dosage form. For instance, tablets, pills, or capsules may be coated with gelatin, wax, 
shellac or sugar and the like. A syrup or elixir may contain the active compound, sucrose 
or fructose as a sweetening agent, methyl and propylparabens as preservatives, a dye 
and flavoring such as cherry or orange flavor. Of course, any material used in preparing 
any unit dosage form should be pharmaceutical^ acceptable and substantially non-toxic in 
the amounts employed. In addition, the active compound may be incorporated into 
sustained-release preparations and devices. 

The active compound may also be administered intravenously or intraperitoneally by 
infusion or injection. Solutions of the active compound or its salts can be prepared in 
water, optionally mixed with a nontoxic surfactant. Dispersions can also be prepared In 
glycerol, liquid polyethylene glycols, triacetin, and mixtures thereof and in oils. Under 
ordinary conditions of storage and use. these preparations contain a preservative to 
prevent the growth of microorganisms. 

The pharmaceutical dosage forms suitable for injection or infusion can include sterile 
aqueous solutions or dispersions or sterile powders comprising the active ingredient which 
are adapted for the extemporaneous preparation of sterile injectable or Infusible solutions 
or dispersions, optionally encapsulated in liposomes. In all cases, the ultimate dosage 
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form must be sterile, fluid and stable under the conditions of manufacture and storage. 
The liquid carrier or vehicle can be a solvent or liquid dispersion medium comprising, for 
example, water, ethanol, a polyol (for example, glycerol, propylene glycol, liquid 
polyethylene glycols, and the like), vegetable oils, nontoxic glyceryl esters, and suitable 
mixtures thereof. The proper fluidity can be maintained, for example, by the formation of 
... ,, ^ som _ es ' * :*e maintenance of the required particle size in the case of dispersions or 
by the use of surfactants. The prevention of the action of microorganisms can be brought 
about by various antibacterial and antifungal agents, for example, parabens 
chlorobutanol, phenol, sorbic acid, thimerosal, and the like. In many cases, it will be 
preferable to include isotonic agents, for example, sugars, buffers or sodium chloride 
Prolonged absorption of the injectable compositions can be brought about by the use in 
the compositions of agents delaying absorption, for example, aluminum monostearate and 
gelatin. 

Sterile Injectable solutions are prepared by incorporating the active compound in the 
required amount in the appropriate solvent with various of the other ingredients 
enumerated above, as required, followed by filter sterilization, in the case of sterile 
powders for the preparation of sterile injectable solutions, the preferred methods of 
preparat.cn are vacuum drying and the freeze drying techniques, which yield a powder of 
the active ingredient plus any additional desired ingredient present in the previously 
sterile-fiJtered solutions. 

For topical administration, the present compound may be applied in pure form, i.e., when 
they are liquids. However, it will generally be desirable to administer them to the skin as 
compositions or formulations, in combination with a dermatologically acceptable carrier 
which may be a solid or a liquid. 



Useful solid carriers include" finely divided -solids such as talc, clay, macrocrystalline 
cellulose, silica, alumfna and the like. Useful liquid carriers include water, hydroxyalkyls or 

30 glycols or water-alcohol/glycol blends, In which the present compound can be dissolved or 
dispersed at effective levels, optionally with the aid of non-toxic surfactants. Adjuvants 
such as fragrances and additional antimicrobial agents can be added to optimize the 
properties for a given use. The resultant liquid compositions can be applied from 
absorbent pads, used to impregnate bandages and other dressings, or sprayed onto the 

35 affected area using pump-type or aerosoJ sprayers. 
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Thickeners such as synthetic polymers, fatty acids, fatty acid salts and esters, fatty 
alcohols, modified celluloses or modified mineral materials can also be employed with 
liquid carriers to form spreadable pastes, gels, ointments, soaps, and the like, for 
application directly to the skin of the user. 

5 

Examples of useful dermatological compositions which can be used to deliver the 
compound to the skin are known to the art; for example, see Jacquet et aL (U.S. Pat No. 
4,608,392), Geria (U.S. Pat No. 4,992,478), Smith et al. (U.S. Pat No. 4,559,157) and 
Wortzman (U.S. Pat No. 4,820,508). 

10 

Useful dosages of the compound can be determined by comparing their in vitro activity, 
and in vivo activity in animal models. Methods for the extrapolation of effective dosages in 
mice, and other animals, to humans are known to the art; for example, see U.S. Pat No. 
4,938,949. 

15 

Generally, the concentration of the compound(s) in a liquid composition, such as a lotion, 
will be from about 0.1-25 wt-%, preferably from about 0.5-10 wt-%. The concentration in a 
semi-solid or solid composition such as a gel or a powder will be about 0.1-5 wt-%, 
preferably about 0.5-2.5 wt-%. 

20 

The amount of the compound, or an active salt or derivative thereof, required for use In 
treatment will vary not only with the particular salt selected but also with the route of 
administration, the nature of the condition being treated and the age and condition of the 
patient and will be ultimately at the discretion of the attendant physician or clinician. Also 
25 the dosage of the compound varies depending on the target cell, tumor, tissue, graft, or 
organ. 

In general, however, a suitable dose will be in the range of from about 0.5 to about 5000 
j*g/kg of body weight per day. Upon oral administration, more might be needed e.g., from 
30 about 1 0 to about 1000 jig/kg of body weight per day. 

Ideally, the active ingredient should be administered to achieve peak plasma 
concentrations of the active compound of from about 0.0005 to about 300 /jM, preferably, 
about .001 to 100 /uM, more preferably, about 0.01 to about 10 jjM. This may be achieved, 
35 for example, by the intravenous injection of a concentration of the active ingredient, 
optionally in saline, or orally administered as a bolus. 
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The desired dose may conveniently be presented in a single dose or as divided doses 
administered at appropriate intervals, for example, as two, three, four or more sub-doses 
per day. The sub-dose itself may be further divided, e.g., into a number of discrete loosely 
spaced administrations; such as multiple inhalations from an insufflator or by application of 
a plurality of drops into the eye. W 

An administration regimen could include long-term, daily treatment. By "long-term" is 
meant at least two weeks and preferably, several weeks, months, or years of duration 
Necessary modifications in this dosage range may be determined by one of ordinary skin 
in the art us,ng only routine experimentation given the teachings herein. See Remington's 
Pharmaceufcal Sciences (Martin, E.W., ed. 4), Mack Publishing Co.. Hasten PA The 
dosage can aiso be adjusted by the individual physician in the event of any complication. 

Candidate modulators 

PTOVideS ^ a96nt ^ IS 3 m0dU,at ° r ° f ™ F - a,pha ' TNF -a'Pha-receptor 

The invention further provides for an agent that Is a modulator of platelet aggregation. 

The candidate agent may be a synthetic agent, or a mixture of agents, or may be a natural 
Product (e g a plant extract or culture supernatant). A candidate agent according to the 
-nvention indudes a sma.1 mo.ecule that can be synthesized, a nature, extract, J££ 
proteins, carbohydrates, lipids etc. pepsoes. 

Candidate mediator agents from iarge libraries of synthetic or natural agems can be 

ZZL TT T" ~ CU " ,en " y U8ed " an0 ""^ «•*«* of 

sacchande peptide, and nucleic add baaed agents. Synthetic agent 1(brartes ^ 

comroeraauy available from a number of companies including Maybrldge Chemical Co 
Crrov»leu Cornwall, UK,, Comgene* (Princeton. NJ). Brondon Assocls (Ivternma*' 
NH , and Mlcrosource (New Mnford, CT). A mre chemica, library Is avallabie S 
ZesT'T ^'^"^—"^andcan be prepared. Alternative^ 

evallabte from e.g.. Pen Laboratories (Bothell, WA, or MycoSearch (NC). or are readily 
produdHe by methods wen Knovm ,„ the art. Additionally, nature, and synthetics,! 

r^nri:i:r, are — — — — 
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Useful agents may be found within numerous chemical classes. Useful agents may be 
organic agents, or small organic agents. Small organic agents have a molecular weight of 
more than 50 yet less than about 2,500 daltons, preferably less than about 750, more 
preferably less than about 350 daltons. Exemplary classes Include heterocycles, 
peptides, saccharides, steroids, and the like. The agents may be modified to enhance 
efficacy, stability, pharmaceutical compatibility, and the like. Structural identification of an 
agent may be used to identify, generate, or screen additional agents. For example, where 
peptide agents are identified, they may be modified in a variety of ways to enhance their 
stability, such as using an unnatural amino acid, such as a D-amino acid, particularly D- 
alanine, by functionalizing the amino or carboxylic terminus, e.g. for the amino group, 
acylation or alkylation, and for the carboxyl group, esterification or amidification, or the 
like. 

For primary screening, a useful concentration of a candidate agent according to the 
invention is from about 10 mM to about 100 pM or more (i.e. 1 mM, 10 mM, 100 mM, 1 M 
etc.). The primary screening concentration will be used as an upper limit, along with nine 
additional concentrations, wherein the additional concentrations are determined by 
reducing the primary screening concentration at half-log intervals (e.g. for 9 more 
concentrations) for secondary screens or for generating concentration curves. 

High throughput screening kit 

A high throughput screening kit according to the invention comprises all the necessary 
means and media for performing the detection of an agent that modulates TNF- 
alpha/TNF-alpha receptor interactions by interacting with TNF~alpha, or fragment thereof 
in the presence of a polypeptide (for example, a polypeptide represented by SEQ ID NOs: 
11 to 23 or other anti-TNF-alpha polypeptides), preferably at a concentration in the range 
of 1pM to 1 mM. 

A high throughput screening kit according to the Invention comprises all the necessary 
means and media for performing the detection of an agent that modulates platelet 
aggregation by interacting with a macromoiecule, such as for example vWF, or fragment 
thereof in the presence of a polypeptide (for example, a polypeptide represented by SEQ 
ID NOs: 1 to 9 or other aggregation-related polypeptides), preferably at a concentration in 
the range of 1pM to 1 mM. 



42 

Alternatively, a high throughput screening kit according to the invention comprises all the 
necessary means and media for performing the detection of an agent that mcduiates the 
b,nding between a poiypeptide of the new ciass of VHH (for example, a poiypeptide 
represented by SEQ id NOs: 1 and 13), and the antigen directed thereto (e.g vW in the 

T"™*™-" h ~ * « ■> NO: 13), prLabJaH 
concentration in the raSWo ws -;^ - - ' y 01 a 
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concentration Tn the range of i to' 1'mM. 

The m comprises the flowing. Recombinant ce»s of the invention, comprising end 
expresses , tee nucleotide sequence encoding vWF, or fragment thereof, which are grow^ 
accords to me kit on a sow support, such as a microti plate, more preferably 72 
we,, mtaro«ter ptete, according to methods we« Know, to me person s«ed Tn L a « 
especially as descrtbed In WO 00/02045. Alternatively vWF, or fragment thereof Is 
supplied in a purttad form ,o be ImmoMfced on. for exampie. a 8 6 we,. LHtoTZ^ 
the person sMed in the art Alternatively vWF. or fragment thereof Is supplied J 'Z Z 
t—blifced on. tor example, a 96 we,, m,cro«er plate. AJterna«ve,y. fn cases wC 

2ZZ7 J° be ™" a0alns ' 15 9p,b ' 9pla/iia ' °' «*■«. *• 

ernbodments would carry gplb, gp|a/,, a . or coBagen porypepttoe or polynuCelc add 

oTTu * ^ " ^ -** m ° re *- ~ —olcuL (e.g Z 

BPlb. gpla/l,a. or col,agen macromolecule end/or polynuclelc add). A,,ema«ve,y. I oases 
where the macromoiacule to be screened against le TNF-alpha. the above embodiments 
would carry TNF-a,pha polypeptide or poiynuclelc eCd respective* ,„ p, aca „, J F 
Alternately, In cases where me maoromolecule to be screened egeinst Is an antigen 
VWF or TNF-a,pha. which may no, necessa* be macromCecuL, agains" whS, a 
VHH o, me new Cess is directed, the above embodiments would cany said anl^i „ 

TTZT , ""^-^P^elcaCd, Modulator agente seeing 
to the .nvenbon, a, concentrations from about 1 pM to 1 m M or more, are added to 
defined wells ,n the presence of an appropriate concentration of polypepSde (such as for 

Z£ a , P h° lyPe T e reP ~ SEQ ' D NOs: 1 «° - » - » ~ 

anb-TNF-alpha peptides, other aggregaton-relatod pofcpepfldes. po,ypep«des 
belongs to .he new ctess of VHHs) said concentration o, said pCypeptide 
the range of 1 p M to 1 mM. Kite may contain more man one polypeptide * 

Bhding essays are performed as accordins to the methods already disclosed herein and 
tee results are compared to the baseline teve, of. for example vWF, or fragment ther^ 
*n*ng = such a, for exampte. a po*pep„de represented by ^ 

NOs. ,, 2, 3, 4. 5, 6. 7, 8 or 9 or other aggregation-related polypeptide, but in me absence 
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of added modulator agent Wells showing at least 2 fold, preferably 5 fold, more preferably 
10 fold and most preferably a 100 fold or more increase or decrease in vWF-polypeptide 
binding (for example) as compared to the level of activity In the absence of modulator, are 
selected for further analysis. 

Other Kits Useful According to the Invention 

The invention provides for kits useful for screening for modulators of TNF-alpha/TN F- 
alpha receptor binding, as well as kits useful for diagnosis of diseases or disorders 
characterised by disfunction of TNF-alpha. The invention also provides for kits useful for 
screening for modulators of platelet aggregation, as well as kits useful for diagnosis of 
diseases or disorders characterised by dysregulation of platelet aggregation. The 
invention also provides for kits useful for screening for modulators of other diseases as 
well as kits for their diagnosis, said diseases characterised by one or more antigen against 
which the new class of VHHs disclosed herein is directed to. Kits useful according to the 
invention can include an isolated vWF, or fragment thereof. Alternatively, or in addition, a 
kit can comprise cells transformed to express WVF, or fragment thereof, in a further 
embodiment, a kit according to the invention can comprise a polynucleotide encoding 
vWF, or fragment thereof. In a still further embodiment, a kit according to the invention 
may comprise the specific primers useful for amplification of vWF, or fragment thereof. 
Alternatively, In cases where the macromolecule to be screened against is gplb, gpla/lla, 
or collagen, the above embodiments would carry gplb. gpla/lla, or collagen polypeptide or 
polynucieic acid, or fragment thereof respectively in place of vWF. Alternatively, in cases 
where the macromolecule to be screened against is TNF-alpha, the above embodiments 
would carry TNF-alpha or polynucieic acid, or fragment thereof respectively in place of 
vWF. Alternatively, in cases where the macromolecule to be screened against is an 
antigen (e.g. vWF or TNF-alpha, which may not necessarily be macromolecuiar) against 
which a VHH of the new class is directed, the above embodiments would carry said 
antigen In place of vWF. Kit may contain more than one macromolcule (e.g. vWF, TNF- 
alpha, gplb, gpla/lla, or collagen macromolecule, antigen or polynucieic acid, or fragment 
thereof). Kits useful according to the Invention can comprise an isolated polypeptide 
represented by any of the SEQ ID NOs: 1 to 9 or 11 to 23, other anti-TNF-alpha 
polypeptides, or other aggregation-related polypeptides, polypeptides belonging to the 
new class of VHHs, a homologue thereof, or a functional portion thereof. A kit according 
to the invention can comprise cells transformed to express said polypeptide. Kits may 
contain more than one polypeptide. In a further embodiment, a kit according to the 
invention can comprise a polynucleotide encoding a macromolecule, for example vWF 
TNF-alpha. gplb. gpla/lla. or collagen, or fragment thereof. In a still further embodiment a 
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kit according to the invention may comprise the specific primers useful for amplification of 
a macromolecule such as, for example, vWF, TNF-alpha, gplb, gpla/lfa. or colfagen. or 
fragment thereof. AH kits according to the invention will comprise the stated items or 
combinations of items and packaging materials therefore. Kits wiil also include 
5 instructions for use. 

Medical devices 

The aggregation-related aspect of the present Invention also provides for invasive medical 
devices coated with SEQ ID NOs: 1, 2, 3. 4, 5. 6. 7. 8 or 9, or other polypeptide, a 
) homologue thereof, and/or a functional portion thereof or an agent resulting from a 
screening method of the invention for use in devices requiring the same. Non-limiting 
examples of devices include surgical tubing, occlusion devices, prosthetic devices. 
Application for said devices include surgical procedures which require a modulation of 
platelet aggregation around the site of invasion. 

Delivery 

The present invention also relates to VHH molecules derived from antibodies raised in 
Camelidae species, for example in camel, dromedary, alpaca and guanaco and their use 
in the delivery of protein therapeutic molecules. As pointed out above, VHH molecules are 
about 10x smaller than IgG molecules. They are single polypeptides and very stable, 
resisting extreme pH and temperature conditions. Moreover, they are resistant to the' 
action of proteases which is not the case for conventional antibodies. 

One embodiment of the present invention is a VHH for use in treating, preventing and/or 
alleviating the symptoms of diseases requiring the delivery of a therapeutic compound that 
is able pass through the gastric environment without being inactivated. As known by 
persons- skilled In the art, once in possession of said VHHs, formulation technology may 
be applied to release a maximum amount of VHHs in the right location (in the stomach in 
the colon, etc.). This method of delivery is important for treating, prevent and/or alleviate 
the symptoms of disease whose targets that are located in the gut system. An aspect of 
the invention is a method for treating, preventing and/or alleviating the symptoms of a 
disease requiring the delivery of a therapeutic compound that is able pass through the 
gastric environment without being inactivated, by orally administering to a subject a VHH 
specific for an antigen related to the disease. 

Another embodiment of the present invention is a VHH for use in treating, preventing 
and/or alleviating the symptoms of diseases requiring the delivery of a therapeutic 
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compound to the vaginal and/or rectal tract. In a non-limiting example, a formulation 
according to the invention comprises VHH molecules directed against one or more targets 
in the form of a gel, cream, suppository, film, or in the form of a sponge or as a vaginal 
ring that slowly releases the active ingredient over time. An aspect of the invention is a 
5 method for treating, preventing and/or alleviating the symptoms of diseases requiring the 
delivery of a therapeutic compound to the vaginal and/or rectal tract, by vaginally and/or 
rectally administering to a subject a VHH specific for an antigen related to the disease. 

Another embodiment of the present invention is a VHH for use in treating, preventing 
10 and/or alleviating the symptoms of diseases requiring the delivery of a therapeutic 
compound to the upper respiratory tract and lung. In a non-limiting example, a formulation 
according to the invention, comprises VHH molecules directed against one or more 
targets in the form of a nasal spray (e.g. an aerosol). Since VHH molecules are small, it is 
they can reach their target much more effectively than therapeutic IgG molecules. An 
15 aspect of the invention is a method for treating, preventing and/or alleviating the 
symptoms of diseases requiring the delivery of a therapeutic compound to the upper 
respiratory tract and lung, by administering to a subject said a VHH specific for an antigen 
related to the disease by inhalation. 

20 One embodiment of the present invention is a VHH for use in treating, preventing and/or 
alleviating the symptoms of diseases wherein the permeability of the intestinal mucosa is 
increased. Because of their small size, VHH can pass through the intestinal mucosa and 
reach the bloodstream more efficiently in subjects suffering from diseases which cause an 
increase in the permeability of the intestinal mucosa, for example Crohn's disease. An 

25 aspect of the Invention is a method for treating, preventing and/or alleviating the 
symptoms of diseases wherein the permeability of the intestinal mucosa is Increased, by 
orally administering to a subject a VHH specific for an antigen related to the disease. 

This process can be even further enhanced by an additional aspect of the present 
30 invention - the use of active transport carriers. In this aspect of the invention, VHH is fused 
to a carrier that enhances the transfer through the intestinal wall info the bloodstream. In a 
non-limiting example, this "carrier is a second VHH which is fused to the therapeutic 
VHH. Such fusion constructs made using methods known in the art. The "earner" VHH 
binds specifically to a receptor on the intestinal wall which induces an active transfer 
35 through the wall. 
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One embodiment of the present invention is a VHH for use in treating, preventing and/or 
ai»ev,atrng the symptoms of diseases requiring the delivery of a therapeutic compound that 
is able pass through the tissues beneath the tongue effectiveiy. A formuiation of said VHH 
for example, a tablet, spray, drop is placed under the tongue and adsorbed through the 

s a method for tnsafng, preventing and/or aiieviating the symptoms of diseases requiring 
he de„very of a therapeutic compound that is abie pass through the tissues beneath the 
tongue effecbvely. by subiinguaiiy administering to a subject a VHH specific for an antigen 
related to the disease. anngen 

One embodiment o, .he present invention is a VHH for us. in treating, preventing and/or 
alte^ng the symptom, of diseases regufctng me delivery rf a therapautfc compound 
fcable pass through me skin offend. A formulation of aaid VHH. for exampie a cream 
«m. epray. drop, patch, is piaced on »» sxin and passes through. ^ 
invenbon » a method for treating, prevenflng and/or aiieviadng th. symptoms o, I££ 
regumng the delVe* o, a merapau„c compound the, is abie peas through ^ 
ZZ2 * m adm ' ntole,,n3 "> 3 «** • WH an anflgen reiatedt 
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A non-iimidng example of a therepeuflc targe, against which the VHHs of the Invention 

Z atonatJ ""'IT' *'* * ^ >™ The bioX^ 

dZTT, T a " "•*•""—» «»* -*h is highly desirable h caL 
dteease states auch as. for example. Crohn's disease. Current therepy consists of 
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me ™^ T ' nVen "° n Wl "* b ' nd ™ F - a ' Pha and m ° re °«* • <*«* * binding to 
me TNF-alpha receptor. Oral delivery o, .heae anfl-TNF-alpha VHH resuite ,„ fte de„C 
. ch molecules in an acflv* form In the coion a, site. mat are aKectod by ibe Use 
These Sitos are highly inflamed and confein TNF^ipha-pn^uCng ceiis. These en '™" 
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alpha VHH can neutralise the TNF-alpha locally, avoiding distribution throughout the 
whole body and thus limiting negative side-effects. Genetically modified microorganisms 
such as Micrococcus tectis are able to secrete antibody fragments. Such modified 
microorganisms can be used as vehicles for local production and delivery of antibody 
fragments in the intestine. By using a strain which produces a TNF neutralizing antibody 
fragment, inflammatory bowel disease could be treated. Another aspect of the invention is 
one or more VHHs specific for TNF-alpha for use in the treatment, prevention and/or 
alleviation of diseases relating to inflammatory processes, wherein said VHH is 
administered orally, sublingualis topically, nasally, vaginally, rectally or by Inhalation. 
Another aspect of the invention is a method of treating, preventing and/or alleviating 
diseases relating to Inflammatory processes, comprising administering to a subject a VHH 
specific for an antigen related to the disease orally, sublingual^, topically, nasally, 
vaginally, rectally or by inhalation. 

Further non-limiting examples of therapeutic targets against which the VHHs of the 
invention may be used are certain colon cancer specific antigens, such as, for example, 
CEA or EGF receptors. In one aspect of the invention, therapeutic VHHs against colon 
cancer antigens are linked to one more tumor destroying reagents such as for example, a 
chemical compound or a radioactive compound. 

As stated above a colon cancer specific antigen according to the invention is epidermal 
growth factor receptor (EGFr) which Is an essential mediator of cell division in mammalian 
cells and is a recognised cellular oncogene. After the binding of EGF to its receptor 
(EGFr), a signaling cascade Is initiated resulting in cell development. The EGFr is also 
Involved in human tumorigenesls as it is overexpressed on cells associated with epithelial 
malignancies located in sites such as the head, neck, Jung, colon. Another aspect of the 
Invention is one or more VHHs specific for TNF for use in the treatment, prevention and/or 
alleviation of diseases relating to EGFr-medlated cancer, wherein said VHH is 
administered orally, sublingualis topically, nasally, vaginally, rectally or by inhalation. 
Another aspect of the invention is a method of treating, preventing and/or alleviating 
diseases relating to EGFr-mediated cancer, comprising administering to a subject a VHH 
specific for an antigen related to the disease orally, sublingual^, topically, nasally, 
vaginally, rectally or by inhalation. 

As stated above another colon cancer specific antigen according to the invention is 
carcinoembryonic antigen (CEA). a recognized tumor marker. Another aspect of the 
invention is one or more VHHs specific for CEA for use in the treatment, prevention and/or 



afleviation of diseases relating to CEA-mediated cancer, wherein said VHH is 
administered orally, sublingual!* topically, nasally, vaginally, rectally or by inhalation 
Another aspect of the invention is a method of treating, preventing and/or alleviating 
diseases relating to CEA-mediated cancer, comprising administering to a subject a VHH 

- SPedfiC fOT a " ^tigen related to the disease orally, sublingually, topically, nasally 

vaginally, rectal.y or by inhalation. A few VHHs specific for this glycoprotein have been 
.solated by selection on solid-phase coated with CEA out of a dedicated library obtained 
after immunization of a dromedary. By using FACS analysis It appeared that only two 
fragments recognized the celi-bound antigen. One of the VHHs, that recognised the native 

0 structure, has been used to construct a fusion protein with ^-lactamase. The functionality 
of the purified fusion protein was tested in vitro in a prodrug converting cytotoxicity assay 
In addition the immunoconjugate was tested /„ vivo in a tumor-targeting biodistribution 
study. 
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A non-limiting example of a therapeutic target against which the VHHs of the invention 
may be used is Helicobacter pylori, which is a bacterium that lives in the mucus which 
coats the lining of the human stomach and duodenum. The normal human stomach has a 
very thin layer of mucus that coats the whole of its inside surface. This mucus has a 
protective role, acting as a barrier between the acid in the stomach and the sensitive 
stomach waif. H. pylori acts as an irritant to the lining of the stomach, and this causes 
.nflammation of the stomach (gastritis). In one embodiment of the invention the VHH is 
specific for H. pylori and inhibits the enzymatic function of urease. Since VHH molecules 
have the specific characteristic to occupy enzymatic sites, selected VHHs would inhibit the 
enzymatic activity and neutralize the virulence of a H. pylori Infection, in another aspect of 
the invention VHH Is specific for H. pylon and Inhibits the adhesion of the bacteria to the 
stomach wall so preventing irritation of the stomach wall and gastritis. One aspect of the 
invention is one or more VHHs specific for Helicobacter pylori for use in the treatment 
prevention and/or alleviation of diseases relating to irritation of toe stomach" wall and 
gastritis, wherein said VHH Is adm.nlstered oraiiy, subilnguaiiy, topically, nasally 
vag,nally. rectally or by inhaiation. but preferably orally. Another aspect of the invention is 
a method of treating, preventing and/or alleviating diseases relating to irritation of the 
stomach wall and gastritis, comprising administering to a subject a VHH specific for an 
antigen related to the disease orally, sublingual.* topically, nasally, vaginally, rectady or 
by inhalation, but preferably orally. ay, y or 

Another non-limltlng example of a therapeutic target against which the VHH of the 
invention may be used is HIV. According to the invention, one or more therapeutic VHHs 
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are delivered to the vaginal and/or rectal tract so as to reduce transmission of HIV. Jn one 
aspect of the invention, the VHH Is directed against a neutralizing viral epitope that inhibits 
infection of cells (gp120/g P 41 ). In another aspect of the invention, the VHH Is specific for a 
viral protein involved in viral replication. One aspect of the invention is one or more VHHs 
specific an HIV epitope such as described above for use In the treatment, prevention 
and/or alleviation of diseases relating to AIDS, wherein said VHH is administered orally, 
sublingual!/, topically, nasally, vaginally, rectally or by inhalation. Another aspect of the 
invention is a method of treating, preventing and/or alleviating diseases relating to AIDS, 
comprising administering to a subject said VHH orally, sublingual^, topically nasally' 
10 vaginally, rectally or by inhalation. 
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Another non-limiting example of a therapeutic target against which the VHH of the 
invention may be used is Hepatitis E, which Is a viral disease transmitted via the fecal/oral 
route. Symptoms increase with age and include abdominal pain, anorexia, dark urine 
fever, hepatomegaly, jaundice, malaise, nausea, and vomiting. The overall fatality rate is 
1-3%. but 15-25% in pregnant women. Once encountered, most patients develop a 
neutralizing IgG response which gives life-long protection Neutralizing VHH molecules 
have the advantage over conventional IgG molecules because they may be administered 
orally. Since most Infections with hepatitis E occur in North-Africa. Central-Africa, Asia and 
Central-America, oral administration Is a significant advantage, since medical logistics are 
less developed In those countries. One aspect of the invention is one or more VHHs 
specific for HEV capsld protein (56kDa) for use in the treatment, prevention and/or 
alleviation of diseases relating hepatitis E, wherein said VHH is administered orally 
sublingual, topically, nasally, vaginally, rectally or by inhalation. Another aspect of the 
invention (s a method of treating, preventing and/or alleviating diseases relating to 
hepatitis E, comprising administering to a subject said VHH orally, sublingual^, topically, 
nasally, vaginally, rectally or by Inhalation. 

Other non-limiting examples of therapeutic targets against which the VHH of the invention 
may be used are respiratory ones such as the TB bacterium and influenza virus. TB or 
tuberculosis, is a disease caused by bacteria called Mycobacterium tubenulosfs. The 
bacteria can attack any part of the body, but they usually attack the lungs. Influenza is a 
viral disease that causes 'flu'. Influenza viruses are also present in the lung. One aspect of 
the Invention is one or more VHHs specific for a /Wycobacferfc/m tuberculosis epitope for 
use .n the treatment, prevention and/or alleviation of diseases relating TB, wherein said 
VHH ,s administered orally, sublingual*, topically, nasally, vaginally, rectally or by 
inhalation. Another aspect of the invention is a method of treating, preventing and/or 



alleviating diseases relating to TB. comprising administering to a subject said VHH orally 
subungualis topically, nasally, vaginally, rectaily or by inhalation. Another aspect of the' 
invention is one or more VHHs specific for an influenza virus epitope for use In the 
treatment, prevention and/or alleviation of diseases relating flu. wherein said VHH Is 
-5- administered orally, sablingnaily. topically, nasally, vaginally, rectaily br by inhalation- 
Another aspect of the invention Is a method of treating, preventing and/or alleviating 
diseases relating to flu. comprising administering to a subject said VHH orailv 
sublingual!* topically, nasally, vaginally, rectaily or by inhalation. 

10 Another non-limiting example of a therapeutic target against which the VHH of the 
invention may be used is IgE in relation to allergies. During their lifetime, several subjects 
develop an allergic response to harmless parasites (e.g. Dermatophagoides 
Pteronysslnus. house dust mite) or substances (clumps, plastics, metals). This results In 
the ,nduct,on of IgE molecules that Initiate a cascade of immunological responses One 

15 aspect of the present invention Is one or more igE-specific VHH molecules that prevent 
the .nteractlon of , g E with their receptors) on mast cells and basophils. As such they 
preven the Nation of the immunological cascade, an allergic reaction. Since IgE 
molecules are present in the bloodstream, It Is within the scope of the invention to fuse the 

20 their « ' T tranSP ° rt ° rd6r tQ reaCh the ' r ta ^et. Another aspect of 

20 the invention is one or more VHHs specific an .gE epitope for use in the treatment 
prevent™ and/or alleviation of diseases relating to allergies, wherein said VHH is 
administered orally, sub.ingualiy, topically, nasally, vaginally, rectaily or by Inhalation 
Another aspect of the Invention is a method of treating, preventing and/or alleviating 
diseases relating to allergies, comprising administering to a subject said VHH orally 
25 sublingual topically, nasally, vaginally, rectaily or by Inhalation. 

Another non-limiting ***^.*^^**it ^ VHH of the 

invention may be used is human macrophage elastase (MMP-12), which is a member of 
the family of matrix metalloproteases (MMPs). These enzymes p,ay an important role in 
ZT' ' nflammatory processes contributing to tissue remodeling and destruction 
MMP-12 s secreted into the extraocular space by iung alveolar macrophages and 
deregulation of MMP-12 Is a possible reason for degradation of the alveolar membrane 
lead,ng to lung emphysema. Target substrates of MMP-12 include extracellular matrix 

IT 72T e,astin ' fibronectin and temin, ' nt but a,so " 1 -~ fn - 

Z TJeTl T ^ ° f ' nVenti ° n 18 " m ° re VHHS MMPui 2 for 

use in the treatment, prevention and/or alleviation of diseases relating to inflammatory 
processes, wherein said VHH is administered orally, subiingua.iy. opicaily. nTs^y 
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vaginally, rectally or by Inhalation. Another aspect of the Invention is a method of treating, 
preventing and/or alleviating diseases relating to inflammatory processes, comprising 
administering to a subject said VHH orally, sublingualis . topically, nasally, vaginally, 
rectally or by inhalation. 

Another aspect of the present invention is a method to determine which VHH molecules 
are actively transported into the bloodstream upon oral administration. In a non-limiting 
example, the method comprises administering orally a na'fve or immune VHH phage 
library to a small animal such as a mouse. At different time points, after administration, 
blood is retrieved to rescue phages that have been actively transferred to the 
bloodstream. Additionally, after oral administration, organs can be isolated and bound 
phages can be stripped off. The method of the invention thus identifies VHH which are not 
only actively transported to the blood, but are also able to target specific organs. One 
aspect of the invention includes said VHH molecules. According to the invention, said 
VHH may be used as a carrier by fusing it to a therapeutic VHH directed to a 
corresponding target in the bloodstream upon oral administration. 

Another aspect of the present invention is a method to determine which VHH molecules 
are actively transported into the bloodstream upon nasal administration Similarly, a naYve 
or immune VHH phage library can be administered nasally, and after different time points 
after administration, blood or organs can be isolated to rescue phages that have been 
actively transported to the bloodstream. A non-limiting example of a receptor for active 
transport from the lung lumen to the bloodstream Is the Fc receptor N (FcRn). One aspect 
of the invention includes the VHH molecules identified by the method. Such VHH can then 
be used as a carrier VHH for the delivery of a therapeutic VHH to the corresponding target 
in the bloodstream upon nasal administration. 

Another non-limiting example of a therapeutic target against which the VHH of the 
Invention may be used is IFN-gamma which is secreted by some T cells. In addition to its 
anti-viral activity. IFN gamma stimulates natural killer (NK) cells and T helper 1 (Th1) cells, 
and activates macrophages and stimulates the expression of MHC molecules on the 
surface of cells. Hence, IFN gamma generally serves to enhance many aspects of 
Immune function, and is a candidate for treatment of disease states where the immune 
system is over-active (e.g. Crohn's disease), e.g.. autoimmune diseases and organ plant 
rejection. One aspect of the invention Is one or more VHHs specific IFN for use in the 
treatment, prevention and/or alleviation of diseases relating to the immune response, 
wherein said VHH fs administered orally, sublingual^, topically, nasally, vaginally, rectally 
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or by Inhalation. Another aspect of the invention Is a method of treating, preventing and/or 
alleviating diseases relating to the Immune response, comprising administering to a 
subject said VHH orally, sublingual!* topically, nasally, vaginally, rectally or by inhalation. 

5 Another non-limiting example of a therapeutic target against which the VHH of the - 
invention may be used Is CD28. It is now generally accepted that to activate a T cell, both 
an antigen-specific and antigen-nonspecific signal must be provided by an activating or 
antigen presenting cell (APC). The antigen-specific signal is mediated by 1) antigen bound 
to a class II (or I) MHC molecule on the APC, and 2) the T cell receptor (TCRyCD4 (or 
0 CDS) complex on T cells. While the effect of this ligation is to initiate IL-2 production and 
IL-2 receptor (IL-2 R) expression by the T cell, these results are self-limiting unless they 
are amplified by a co-stimulus. This co-stimulus is provided by B7-1 binding to CD26 
which stabilises IL-2 mRNA and increases IL-2 secretion, resulting in T cell proliferation 
and clonal expansion. For the T cell, this two-signal combination has led to three possible 
outcomes relative to the engagement of the TCR complex and CD28 antigen. If both the 
TCR and CD28 are ligated, the T cell proliferates and is primed to become one of a limited 
number of functional subtypes. If only the TCR is ligated, the T cell entets either a state of 
anergy or undergoes apoptosis. If only the CD28 antigen Is engaged, there Is no effect 
Thus, the reinforcing activity of CD28 seems essential to normal T cell activation. VHH 
molecules directed against the CD28 molecule would prevent the T cell activation and 
serve as a therapeutic in the treatment of inflammatory and autoimmune diseases. One 
aspect of the invention is one or more VHHs specific CD28 for use in the treatment 
prevention and/or alleviation of diseases relating to the Inflammation and autoimmunity' 
wherein said VHH is administered orally, sublingual^, topically, nasally, vaginally, rectally 
or by inhalation. Another aspect of the invention is a method of treating, preventing and/or 
alleviating diseases relating to inflammation and autoimmunity, comprising administering 
.to a subject, said VHH P.r?%,_subHngu^ or by 

inhalation. 
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BRIEF DESCRIPTION OF FIGURES AND TABLES 

Figure 1 : The results of experiments to determine the inhibitory effect of VHH upon the 
binding of vWF to collagen as in Example 7. 

5 Figure 2: The results of experiments to determine the inhibitory effect of VHH upon the 
binding of vWF to the platelet receptor gpfb as in Example 8. 

Figure 3: Western blot for expression of the A1 and A3 domain of vWF on the surface of 
£lco//as a fusion with Oprl. 

10 

Figure 4: Agarose gel of DNAse digest of vWF fragment (aa 1371 to 1985) with 
decreasing concentrations of DNAse. 

Figure 5: Results of sequencing A1 or A3 specific binders according to Example 6. 

15 

Figure 6. The sequence of the A3 domain of vWF. 

Figure 7. Binding in ELISA to vWF for C37 stored at -20°C as compared to C37 
incubated at 37°C for 196 hours. 

20 

Figure 8. Residual activity for C37 stored at -20°C as compared to C37 incubated at 
37°C for up to 194 hours. C37 stability is compared to stability of a scFv specific for B3 
antigen and a stabilised form, dsFv (stabilised by 2 disulphide bonds). 

25 Figure 9. Half life of VHH versus that of conventional antibodies (lgG2 and lgG3) upon 
injection In mouse. 

Figure 10. Phage ELISA for vWF, Idomain of gpla/lia, gptb, collagen and casein (negative 
control) for VHH libraries of llama 002 or llama 004 PBL (first and second bleeding) versus 
30 lymph node punctions. 

Figure 11. Binding of purified C37, A50 or A38 to vWF measured by ELISA. 
Figure 12. Schematic illustrating the regions of fgE. 

35 

Figure 13. The sequences obtained after sequencing clones which were positive for 
human and chimaeric IgE binding. 
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Figure 14.The relative atfgnment of the sequences of Figure 13. 

Figure 15. Alignment of anti-TNF VHH's as described in Example 15 

Figure 16. Dilution series of anti-TNF VHHs as tested in ELiSA according to Example 15. 

Exlmple 7 1 s Antag ° niSt, ' C effect of VHH as determined in cytotoxic assay according to 

Figure 18: Schematic illustration of the region obtained by PCR from the experiment of 
Example 16. 

Figure 19: Agarose gel electrophoresis pattern of the PCR from the experiment of 
Example 16. 
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Table 1: Amino acid sequence listing of the peptides of aspects of present invention 
directed against- human von Willebrand factor (vWF) and of human von Willebrand factor 
itself The sequence of human vWF indicates A1 and A3 domains respectively in bold 
lettering. - 

table' 1-1 



NAME 


' SEQ 
IU IMC/ 


SEQUENCE ~~ — 


C37 


1 


QVQLQE SGGGLVQPGGSLRLS CA&SGFNFWWYPMSWVRQAPGKGI-EWVSTI STYGEPRY 
ADSVKGRFTISRDtfAI^TLYLQ^^ 

xss 


T76 


2 


QVQLQESGGGLVQPGE SLRLjSCAASGS I FS INTMGW YGQAPGKQRELVAS X T FGGVTNY 
ADS VKGRFT I SRDNTNTDTVYLQMNSLKPEDTAVYI CMAVTWGGLTNYWGQGTQVTVS S 


229 


3 


QVQliQESGGGSVQAGDSLTLSCA^GRTFSMHAMGWFRQAPGKEREFVAAISPSAFTTE 

YADSLKGRFTVSRDNAKKLVWLQMNGLKPEDT^ 

QVTVSS 


A50 


4 


QVQLQESGGGLVQAGGSLRItSCAASGRTFSSYRMGWFROAPGKEREFVAAI SRRGDNVY ' 
YADSVKGRFAI SRDNAESTLYLQMNSLKPEDTAVYYCAAHVTVSAXTLSTS TYDYWGQG 
TQVTVSS 


~A38 


5 


QVQLQDSGGGSV QAGGSLRIiSCAASGRTVSS YNMGWFRRVPGKERDFVAAI SWSGVATY 
^FDSVKGRFTI SRDNAKNTVYLEMNS LKPEDTAVYYCAAASRYRHRX*NSGSEYDYWGQG 


153 


6 


QVQL»QDSGGGLVQAGGS1jRIjS CAASGRTKDMAWFRQPPGKEREFVAVI ys sdgstlvaa 

S VKGRFT I SRDNAKNTVYLQMTSLKPADTAVYYCATSRGYSGTYYSTSRYD YWTGGTQV 
TVSS 


M53 


7 


QVQLQDSGGGL VQAGE SliRXiS CGTSGRTFGRRAMAWFRQAPGKERQFVAWXARYDGSTL 
YADS VKGRFT I SRDDNKNTMYLHMNNLTPEDTAVYYCAAGPRGLYYESRYE YWGQGTLV 
TVSS 


2L-34 


8 


QVQLQDS GGGLVQAGGSIiRLSCAASVRI FTS YAMGWFROAPrjKPP T?P\ra. 
AXNRS GKS TYYSDSVEGRFTX SRDNAKNTVSLQMDS LKIiEDTAVYYCAA 
DYSGS YTSXiWSRPERXiDWGQGTQVTVFS 


4L-16 


9 


QVQLVESGGGI*VQAGGSIiRLS CAASGRTFS SYAMGWFRQAPGKEREFVA 
AI SW SGGST YYADSVKGRFTX SRDNTUCNTVT^QMNSIjKPEDTAVYYCVA 
DTGGISWIRTQGYNYWGQGTQVTVSS 


Human 
vWF 


10 


MIPARFAGVLliALAliILPGTLCAEGTRGRSSTARCSLFGSDFVNTFDGSMYSFAGYCSY" 
LLAGGCQKRS FS I IGDFQMGKRVSLS VYLGEFFDIHLFVNGTVTQGDQRVSMPYASKGL 
YLETEAGYYKLSGEAYGFVARIDGSGNFQVLLSDRYFNKTCGLCGNFNIFAEDDFMTQE 
GTLTSDP YDEANS WAtiS SGEQWCERAS PPSS S CNI SSGEMQKGLWEQCQIjXjKS TS VFAR 
CHPIjVDPEP FVALCEKTLCECAGGLE CACPALLE YARTCAQEG^^/LYGWTDHS ACS P VC 
PAGMEYRQCVSPCARTCQSLHINEMCQERCVDGCSCPEGQXjIxDEGIliCfVESTECPCVHSG 
KRYPPGTSLSRDCNTCXCRNfSQWICSNEECPGECIjVTGQSHFKS FDNRYFTFSGI CQYL 
lARDCQDHSFSIVIETVQCADDRDAVCTRSVTVRLPGLHNSLVKIiK^ 
LPIiLKGDLRIQHTVTASVRLSYGEDLQIvrowDGRGRIiLVKDSPVYAGOT 
GMFLTPSGLAEPRVEDFGNAWK^ | 

TFEACHRAVSPIjPYIjRN'CRYDVCSCSDGRECLCGAI^SYAAACAGRGVRVAWREPGRCE 
IiNCPKGQVYLQCGTP CNLTCRSLS YPDEECNEACL EGCFCPPGLYMDERGDCVPKAQCP 
CYYDGEIFQPEDIFSDHHTMCYCEDGFiy^^ 
RPP 



TABLE 1-2 



56 



Human 
vWF 

Cont.„ 




PVSPTTLYVEDISEPPLHDFYCSRI.LDr-VPI.I.DOSS 



!TC 

QEPGGLWPPTDA 



!VKYA6SQVASTSEVLKYTI,FQJFS 
PVGIGPHANliKQIRXilEK 



SPRKCSK 



nnrm-r rrup , * Mll tn rtA 
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Table 2: Amino add sequence listing of the peptides of aspects of present invention 
directed against TNF-alpha. 



TABLE 2 



NAME 


SEQ 
ID 


SEQUENCE 


VHH#1 


11 


QVQXjQESGGGLVGPGGSLRIiS CATSGPDFSVSWMT5fWVRQAPGKGIjEWVS EINTNGLITKY " 
VDS VKGRFT I SRDNAKNTL YLQMD SLI PEDTAIiYYCARS PSGS FRGQGTQVTVS S 


vnn#r57 


li< 


QVQLQESGGGIiVQPGGSIiRLSCAA8Gb* 1 J^KVWAMGWYRQVPGNQREFVAI ITSGDNLNYA 
^VKGRFTISTDim^ 


v nrw i 


lo 


QVQLQESGGGLVQPGGSLRLSC^TSGFTFSDY^YWWQA^^ 
ADSVKGRFTISRDNAKYTLYL^^ 

vss 


VHH#2 


14 


QVQIiQESGGGIjVQPGGSIiRIiS CAASGRTFSDHSGYTYT I GWFRQAPGKEREFVARI YWS S 
QGTQVTVSS 


\7hh55 

VIII tTT\J 


1<% 
i o 


UVQIjQDSGGGIjVQAGGSIiRIjSCAVSGRTFS 

TYYADS VKGRFTI SRDNAKNTVDIiLMNSLK^ PT SRTVGS YNYWGQG 

J- Vf V i. V o o 


VHH#4 


16 


QVQLQESGGGLVQPGGSLRLSCAASGSIFRVI^ 
NYADAVKGRFTISTDlffVXKW^ 


VHH#5 


17 


QVQIiQDSGGGLVQAGGSIiRLSCTTSGRTISVYAMGWFRQAPGKEREFVASISGSGAITPY 

msvkgrfti sRDimra^nrLQiyn^sL^ 


VHH#6 


18 


QVQLQDSGGGIjVQAGG SLRItS CAASTRTFSRYVVGWFRQAPGKBREF VATI SWNGEHTYY 

ADSVKGRYTISRDNAKNTVYIjQMGSLKPED 

TVSS 


VHH#7 


19 


QVQLQESGGGLVQPGGSIjRLSCAASGSI frvnamgwyrqvpgnqrefvai itndtxnyad 
AVKGRFTI STDlWKKXVYI^MNVLigPEDTAVYYCNTVLQTSRWNI PTNYWGQGTQVTVSS 


VHH#8 


20 


Qvqlqesggglvqpggslrlscaasgsifrvnamgwyrqvpgmqrefvaiisgdttny^ 
avkgrfti s tdnvkktvylqmitvlesedtavyycnavlqtsrws i psnywgqgtqvtvss 


VHH#10 


21 


QVQIjQDSGGGIiVQPGGSIjRIiACVASGS I FS IDVMGWYRQAPGQQREIiVAT I TNSWTTNYA 
DSVKGRFTISRDNAKNVVYIiQMK 


VHH#11 


22 


QVQLQDSGGGIjVQPGGSIjRIiS CAASGFT FS THWMYWVRQAPGKGIjEWVSTINTNGL I TDY " 
IHSVKGRFT I SRDNAKNTLYLQ^WSLKSEDTAVYYCALNQAGIlSRGQGTQVTVSS 


VHH#12 


23 


QVQLQESGGGIjVC^GGSLRLSCAASRRTFSGYAMGWFRQAPGKEREFVAWSGTGTIAYY 

ADSVKGRFTISRDNAENTVYLQ^SLK^^ 

IiVTVSS • 
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EXAMPLES 

The invention Is Illustrated by the following non^miting examples. 
Materials 

Human placental I oollagen type VIII (also known, as collagen type I) was purchased from 
Sigma (St. Louis. MO). 

Collagen was solubilfeed in 50 mM acetic acid at 5mg/ml, diluted with PBS to 1mg/ml and 
dialysed against PBS (phosphate buffered saline) to obtain fibrillar collagen 
vWF was purchased from the Red Cross (Belgium). Anti-mouse IgG alkaline phosphatase 
conjugate was obtained from Sigma. Mouse anti-hlstidin tag was purchased from Serotec 
HRP- anti-Von Willebrand Factor conjugate was obtained from DAKO. HRP anti-M13 
monoclonal conjugate was purchased from Amersham Biosciences. 

Example 1: Immunization of llamas 

2 llamas were immunized with a cocktail of vWF. platelet receptor gplb, platelet receptor 
gpla/lla (oal-domain) and collagen. The immunization schemes are summarized in Tables 

3 and 4. 



3: Immunisation schemes used for Mama 002 according to Example 1, wherein 
rgplb is the platelet receptor gplb. 



LJama002 
Day of Immunization 


VWF 


rgplb 


gpla/la 
ctal-domain 


Collagen 


0 


100 ng 


- 4 " m 


40 ua 


100 ua 


7 " 


100 ua 


40 ua 


40 ua 


100 ua 


14 


50 ua 


20 ua 


20 ua 


- 50 ug 


21 


50 MR 


20 ua 


20 ug 


50 ua 


28 


5 °ug_ 


20 ug 


20 ua 


50 ua 


... 35 


-50. ug,. 


20 ua. 


20 ua 


• 50 up 



4: Immunisation schemes used for llama 004 according to Example 1, wherein 
rgplb is the platelet receptor gplb. 



Llama004 
Day of immunization 


vWF 


rgplb 


gpia/fa 
otal-domaln 


Collagen 


0 


100 uq 


40 ML 


40 ua 


100 fiq 


21 


_100 ua 


40 ua 


40 ua 


100 ua 


42 


- 50 


20 ug 


20 ua 


50 ua 


70 


-JOjtgJ 


20 ua 


20 ua 


__50ug 
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10 



15 
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Example 2: Repertoire cloning 

Different sources for RNA extraction were used: 

- 150 ml immune blood, between 4 and 10 days after the last antigen Injection 

- lymph node biopsy 4 days after the last antigen injection. 

Peripheral blood lymphocytes (PBLs) were Isolated by centrifugatlon on a density gradient 
{Ficoll-Paque Plus Amersham Biosciences). PBLs and lymph node were used to extract 
total RNA (Chomczynskl and Sacchi 1987) followed by synthesis of cDNA using a 
hexanucleotide random primer. The repertoire was amplified using two hinge-specific 
primers: 

AACAGTTAAGCTTCCGCTTGCGGCCGCGGAGCTGGGGTCTTCGCTGTGGTGCG and 
AACAGTTAAGCTTCCGCTTGCGGCCGCTGGTTGTGGTTTTGGTGTCTTGGGTT and a 
framework 1 specific primer: GAGGTBCARCTGCAGGASTCYGG. Fragments were 
digested with Pstf and Not! and cloned into a phagemld vector. The repertoire was 
transformed in TG1 electrocompetent cells and plated on LB agar plates containing 100 
Hg/ml ampicillin and 2% glucose. Colonies were screened for the presence of insert by 
PGR with vector specific primers. Results are summarized in Table 5. 

Table 5: Results of cloning of VHH repertoire in a phagemld vector for Ilama002 and 
Hama004 with different sources of RNA and different time points after the last 

immunisation. 





#days after last Injection 


Source RNA 


Size of the library 


% insert 


LfamaOG2 


4 


Lymph 


1.3 x 10' 


89 


■ ■ 


7 1 

10 


PBL , 
PBL 


1.9 x 10' 
1.1 X10 9 


95 
70 


mSjm 


4 
4 


PBL 

Lymph 


1.7 X 10 8 
4.9x10' 


96 
>95 



25 



30 



Example 3: Rescue of the library, phage preparation 

Libraries were grown at 37'C in 60 ml 2xTY medium containing 2% glucose, and 100 
pg/ml ampicillin. until the OD600nm reached 0.5. M13K07 phages (1012) were added 
and the mixture was incubated at 37»C for 2 x 30 minutes, first without shaking, then with 
shaking at 100 rpm. Cells were centrifuged for 10 minutes at 4500 rpm at room 
temperature. The bacterial pellet was resuspended in 300 ml of 2xTY medium containing 
100 ug/ml ampicillin and 25 pg/ml kanamycin, and incubated overnight at 30»C with 
vigorously shaking at 250 rpm. The overnight cultures were centrifuged for 15 minutes at 
10.000 rpm at4*C. Phages were PEG precipitated (20% poly-ethylene-glycol and 1.5 M 
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NaCI) and centrifuged for 30 minutes at 10.000 rpm. The pellet was ^suspended in 20 ml 
PBS. Phages were again PEG precipitated and centrifuged for 30 minutes at 20,000 rpm 
and 4-C. The pellet was dissolved In 5 ml PBS. Phages were titrated by Infection of TG1 
cells at OD600nm= 0.5 and plating on LB agar p,ates containing 100 ug/ml ampici.iin and 
_5 2/o.gIucpse. The number of transformants indicates .the. numbers phages (= pfu) The 
phages were stored at -80°C with 1 5% glycerol. 

Example 4: Phage EL1SA 

A microtiter plate (Maxisorp) was coated overnight at 4'C with PBS-1% casein, 2 ug/ml 
10 vWF 10 ^m» gplb or 25 ng/m. gpla/ia ^.-domain in catenate buffer containing 5 m M 
Mg Cl 2 , or coated overnight at 4'C with 1 % casein and 25ug/ml collagen in PBS. The plate 
was washed 3 times with PBS-Tween (0.05"/. Tween20) and blocked for 2 hours at room 
temperature with 200 * PBS-10/ o casein. The plate was washed five times with PBS- 

15 — Tat" " deSCnbed 3bOVe 3nd ^ to *• -»s in duplo 

15 difcrfions. Plates were washed five times with PBS-Tween. Binding phages were detected 

w,th a mouse anti- M 13 coniugated with HRP diluted 1/2000 in PBS. The plates were 

washed five times with PBS-Tween. Staining was performed with ABTS/H202 and signals 

were measured after 30 minutes at 405 nm. The resuits are presented in Figure 10 it s 

20 tzy the resu,ts that specmc ^ are present in aH ,ibraries f ° r a " hS ~ 



!5 



0 



Example 5: Selection 

immunotubes were coated with 2 M g/ml vWF or with PBS containing 1% casein After 
overnight incubation at 4'C. the tubes were blocked with PBS containing 1% casein for 3 
hours at RT. 200 «| phages of the three libraries of ilama002 were pooled and added to 
the .mmunotubes with a final volume of 2 ml in PBS. After 2 hours incubation at RT the 
.mmunotubes were washed- 1 0x with -PBS-Tween and 10x -with PBS. Bound phages were 
eiuted with 2 mi 0.2 M glycin buffer pH= 2.4 or with 2 mi of a 100 „g/ml collagen solution 
Buttons were performed for 20 minutes or 1 hour respectively at room temperature 
Aiternatrvely, 200 # phages of .Iama004 were added to the immunotubes and bound 
Phages were eiuted with 100 „g/m. collagen solution. Eiuted phages were aliowed to 
infect exponential growing TG1 celis. and were then plated on LB agar plates containing 
100 „g/ml ampiciilin and 2% giucose. The resuits from the panning are presented in Table 
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Table 6: Plaque forming untls (pfu) after one round of panning on vWF for Ilama002 and 
Hama004, with different elution conditions. Pfu vWF (antigen) divided by pfu casein 

(aspecific binding) = enrichment. 



llama 


Source RNA 


Elution conditions 


Pfu vWF 


Pfu casein 


Enrichment 


002 


Pool of the 3 libraries 


0.2 M glycin, pH 2.4 


1.5x10' 


1 X10" 


1.500 


002 


Pool of the 3 libraries 


100 ng/ml collaaen 


4.5x10 e 


3.2x10" 


140 


004 


PBLday4 


100 ua/ml collaaen 


1.8x10* 


250 


720 


004 


Lymph day 4 


100 ua/ml collaaen 


3.6 x10 s 


250 


1.440 



Example 6: Screening 

Cloning A1 and A3 domain of vWF in pBAD-Oorf-ss 

The pBAD-Oprl-strep-spec vector was used to display the VWF A1 and A3 domains as a 
fusion with Oprl on the surface of UT5600 £co// cells (F- ara-14 IeuB6 azi-6 lacY1 proC14 
tsx-67 entA403 trpE38 rfbD1 rpsL109 xyl-5 mtM thil DompT fepC266) (Cote-Sierra et al f 
1998, Gene, 221: 25-34). The gene coding for the A1 domain of vWF (219aa) was 
amplified by PCR using the A1for and Alback PCR primers. The gene coding for the A3 
domain of vWF (201aa) was amplified by PCR using the A3for and A3back PCR primers. 

A1for CCG GTG AGC CCC ACC ACT CTA AGC TTG GAG GAC ATC TCG GAA CCG 

Alback: ccc cag ggt cga aac cct cta gag ccc cgg gcc cac agt gac 

A3fOH GTG GTG CTG CAG AGG TGA AGC TTC GGA GAG GGG CTG CAG ATC 
A3back!ATC CAT gca aat cct cta GAA tcc aga gca CAG TTT GTG GAG 

Fragment and vector were digested with Hindlll and Xbal, ligated and transformed in 
UT5600 (= pBAD-vWFA1/pBAD-vWFA3). Transformed cells were plated on LB agar 
plates containing 20 pg/ml streptomycin, 50 pg/ml spectlnomycin. 

The pBAD-vWFA1/pBAD-vWFA3 plasmids were transformed in UT5600 F- cells and 
plated on LB agar plates with 20 yg/rnl streptomycin, 50 pg/ml spectinomycin. A single 
colony was used to inoculate LB medium with 20 pg/ml streptomycin, 50 pg/mi 
spectinomycin. Cells were grown overnight at 37°C at 200 rpm. The next day, cells were 
induced with 0.2% arabinose and incubated for 1 more hour at 37°C at 150 rpm. Total cell 
lysates were boiled in reducing sample buffer, loaded on a 12% SDS-PAGE and 
transferred to nitrocellulose for Western blotting. Transferred proteins were detected using 
a monoclonal anti-Opri antibody (SH2.2) (Cote-Sierra et al. 1998, Gene, 221: 25-34). An 
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anti-mouse ,gG conjugated wfth alkaHne phosphatase was appifed (Sigma), and the blots 
were developed with BCIP/NBT (Figure 3). 

EL ISA: binding of | 
on their surfer.* 

The pSAD-vWFA1/pBAD-vWFA3 plasmlds we re transformed ,„ UT5600 p. ^ and 
Plated on LB agar plates with 20 pg/ml streptomycin. 50 pg,mi specftnomycin. A slngte 

2 "vr,,* 0 inocuia ' 9 lb med,um «* 20 «*■ so pX 

spectlnomydn. Cells were grown overnight a. 37-C at 200 rpm. The next day, oa»a wL 

^TTJ^ OVern ' ghl 31 4 '° «* ■» ■"-«—• anti-Oprl alodC 

(SH2.2, d„uted in PBS. After inducta. tote, celie were ailowed te b ind to ma ptet 

ter 1 hour at room temperature. The pletes were washed five times w«h PBS-Tween 
Phage preparations of elng,e coton.es of .he difteran, VHHs were aiiowed to bind forZ 
hours a. room temperature. The ptotes were washed five times wiih PBS-Tween An amT 

•« A, or A3 domain on the. surface. The ptotes warn washed five times w,m PB 2 
mZes T2 "* ABTSWH2 ° 2 ^ — tteasurad after 30 

Z^ted n Tabr 6 At 9 * P """ ^ f ° r M * ^ ■"•«■» - 

raZI^ " SPaCl " C Wn<,ere — Sequenced respite 

Z JT"" * b ' nderS for ,he A1 dOIral " - ™ F 'ton, liama 

002 1 specrfc binder for the A3 domain of me vWF from llama 002 (C37 2L*4 4L-2 

and from ilama 004 <T76>. The resu«s of esguenoing Af or A3 blnderaara gfven t Rgura 

Table 7= The results of screening in ELISA of Individual colonies for binding to vWF, At 
- - domain or A3 domain for each selection method. 
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ELiSA: binding to »WF 

A microtiter plate was coated with 2 pg/ml vWF. overnight at 4*C. Plates were blocked for 
two hours at room temperature with 300 uJ 1% casein in PBS. The plates were washed 
three times with PBS-Tween. Dilution series (150 ng/ml to 0.28 ng/ml, dilution factor three) 

5 of all purified samples were incubated for 2 hours at RT. Plates were washed six times 
with PBS-Tween. after which binding of VHH was detected by incubation with mouse antl- 
Histidine mAB 1/1000 in PBS for 1 hour at RT followed by anti-mouse-alkaline 
phosphatase conjugate 1/2000 in PBS, also for 1 hour at RT Staining was performed with 
the substrate PNPP (p-nitrophenyl-phosphate, 2 mg/ml in 1M diethanolamine, 1mM 

0 MgzSO*. pH9.S) and the signals were measured after 30 minutes at 405 nm. The number 
of positive clones for each selection is presented In Table 7, and the binding as a function 
of concentration of purified C37, A50 and A38 is Indicated in Figure 11. 



5 Example 7: Functional characterization of A1 or A3 binders: Inhibition of binding of 
vWF to collagen by VHH 

A microtiter plate was coated overnight at 4*C with collagen type VIII at 25 pg/ml in PBS. 
The plate was washed five times with PBS-tween and blocked for 2 hours at room 
temperature with PBS containing 1% casein. The plate was washed five times with PBS- 
tween. 60 yi plasma containing vWF (1/20 dilution in PBS-0.1% casein (plasma is 
incubated at 37*C for 15 minutes)) was mixed with 60 yd periplasms extract containing a 
VHH antibody for testing and incubated for 30 minutes at room temperature. 60 jjl of this 
mixture was applied to a well coated with collagen, and incubated for 90 minutes at room 
temperature. The plate was washed five times with PBS-tween. An anti-vWF-HRP 
monoclonal antibody was diluted 3,000-fold in PBS and incubated for 1 hour. The plate 
was washed five times with PBS-tween and vWF-bindlng was detected with ABTS/H202. 
Signals were measured after 30 minutes at 405 nm. The results presented in Figure 1, 
demonstrates that C37, 2L-34, 4L-16 and T76 specifically compete with collagen for 
binding to vWF. 

Example 8: Functional characterization of A1 or A3 binders: Inhibition of binding of 
vWF to the platelet receptor gplb 

A microtiter plate was coated overnight at 4'C with an antibody specific for platelet 
receptor gplb at 5Mg/ml in PBS. The plate was washed five times with PBS-Tween, and 
blocked with 300 m PBS-1% casein for 2 hours at room temperature. The plate was 
washed 3 times with PBS-Tween. Platelet receptor gplb (gplb) was applied to the wells of 
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the m,crofiter plate at a concentration of 1 pg/ml and allowed to bind for 2 hours at room 
temperature. The plate was washed five times with PBS-Tween. Plasma containing vWF 
was pre-incubated at a dilution of 1/128 at 37'C for 5 minutes. Risto was added at a final 
concentration of 760 pg/ml and VHH. This mixture was incubated for 30 minutes at room 

.temperature. lOOjil of this mixture was then applied to a mlcratiter plate well and 

.ncubated for 90 minutes at room temperature. The plate was washed five times with PBS- 
Tween. A anti-vWF-HRP monoclonal antibody was diluted 3.000-fold In PBS and 
•ncubated for 1 hour. The plate was washed five times with PBS-tween and vWF-binding 
was detected with ABTS/H2Q2. Signals were measured after 30 minutes at 405 nm The 
resu ts p resented (n Figure 2> demonstrate ^ ^ ^ 

platelet receptor gplb for binding to vWF. 
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Example 9: Epitope mapping 

A library of fragments of vWF wae prepared ,n pBAD-Oprl-ss. Therefor*, the gene cod™ 

rZr to ~ 1985 «* M »*» ^ ™ — * PCR Z 

^ decreasing concentrahons of DNAse (eee Rgure 4). Fmgmeots were amplified with 
DNAse primer (AAGCTT(C)1?) and Xbal primer (TCTAGAfCvm p™„ . 1 
were digested with Hindlll end Xba,. ^ and 

Transformed cells ware piated on LB agar plates containing 20 pg/m, e^rmX'sO 
pg/m epecbnomycin. The ate, o, the libraries variea be^n 4 .020 x 104 TS^ 
~fon.es were grown .n ge^eii plates and capfured on SH2.2-coa.ad ELISA pte^a 
Phages were prepared for a A3 ap^fio VHH (037) and binding to the Opr, fusion ' 
expressed DNAse digested vWP Omenta was ana^zed as described aboJeT A 1 and 
A3. The results indicate the epitope mapped by C37. 

Example 10: Expreaalon and purification of VHH 

Plasmid was' prcpaftd for apa^^ 

~ a ~ A S, " 9te — » — — •» an overnight cuitu re in LB 

TTZ -r am "" : "" n - ™ S -"*■-<»*- was diluted 100- 

fold in 300 pi TB medium containing 100 mg/ml ample*, and incubated a. 3VC until 
OD600nm= 0.5. 1 mM JPTG was added and the outturn was Incubated overnight m Z- C 
°vem,gh, cultures were oenhfiuged for 20 minutee a, 10.000 rpm a, 4X.Te pe te L 
resuspended ,„ 10 m, TES (0.2 M Tris-HC. 0.5 mM EDTA, 0.6 M sucrose pH- 8 0 Z 
incubated on Ice for 20 minutes n^iTe.// .. sucrose, pH- 8.0) and 

C at 10.000 rpm. The supernatant containing the VHH was loaded on Ni-NTA and 
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purified to homogeneity. The yield of VHH was calculated according to the extinction 
coefficient The results are presented in Table 8. 



Table 8: The yields of expression of VHH domains. 

5 



VHH code name 


Epitope 


Extinction 
coefficient 


Yield (mg pure 
VHH / liter culture) 


A50 


A1 


1.275 


5.7 


A38 


A1 


1.671 


1.4 


C37 


A3 


1.907 


3.3 


T76 


A3 


1.65 


1.1 


2L-34 


A3 


1.66 


1.5 


4L-16 


A3 


2.29 


2.8 



Example 11: Stability of VHH at 37*C 

VHH C37 was Incubated at 37*C and binding activity for vWF was measured at different 
time points by ELISA as described above. Results were compared to VHH stored at 
1 0 -20*C and are presented in Figure 7. 

VHH C37 was incubated at 37*C for up to 3 months and its activity was measured at 
certain time points. The results are presented in Figure 8. Shown for comparison are the 
activities of a scFv against B3 antigen (Reiter et al. Protein Engineering, 1 994. 7: 697- 
15 704), and said scFv modified by the Introduction of a dfsulphide bond between framework 
residues 44 and 105 to enhance its stability (dsFv), after incubation at 37°C. The results 
Indicate that C37 lost no activity, even after 194 hours at 37 6 C, while dsFv lost 40% of its 
„ activity after 60 hours incubation at 37°C. 

20 Example 12: Experiments to test the polypeptides of the present Invention in animal 
models 

The effects of polypeptides represented by SEQ ID NOs: 1 to 9 and other polypeptides, 
homologous sequences thereof and/or functional portions thereof upon platelet 
aggregation are being tested using an animal model. Polypeptides are being tested using 
25 the methods described in PCT application number WO 02/051351 A2. 



Example 13: VHH directed against IgE 

Two llama's were immunized with Human IgE, Scripps laboratories, Cat nr. I0224. The 
30 following immunization schemes were used according to Table 9. 
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Table 9. 



10 



Day 


Lfama 2 


Llama 4 


0 


100 pg 


100 pg 


7 


100 (jg 




14 


50 jig 




21 


50 pg 


100 pg 


28 


50 \xg 




35 


50 |jg 




42 




50 pg 


70 




50 pg 



Different sources for RNA extraction were used: 

- 150 ml immune blood, between 4 and 10 days after the test antigen injection 

- lymph node biopsy 4 days after the last antigen injection 

Peripheral blood lymphocytes (PBLs) were isolated by centrifugation on a density gradient 
(Ficoll-Paque Plus Amersham Biosciences). PBLs and lymph node were used to extract 
total RNA (Chomczynski and Sacchi 1987) followed by synthesis of cDNA using a 
hexanucleotide random primer. The repertoire was amplified using two hinge-specific 
primers: 



15 



AACAGTTAAGCTTCCGCTTGGGGCCGCGGAGCTGGGGTCTTCGCTGTGGTGCGand 
AACAGTTAAGCTTCCGCTTGCGGCCGCTGGTTGTGGXTTrGGTGTCTTGGGTT and a framework 

1 specific primer: 

GAGGTBCARCTGCAGGASTCYGG. 



20 



. fragments were digested with. Pstl and Not! and. cloned into a phagemjd vector. The 
repertoire was transformed in TG1 electrocompetent cells and plated on LB agar plates 
containing 100 ug/mi ampicillin and 2% glucose. Colonies were screened for the presence 
of insert by PCR with vector specific primers. Results are summarized in Table 1 0- 



Table 10. 





#days after last injection 


Source RNA 


Size of the library 


% insert 


Llamaaoa 


4 


Lymph 


1,3x10' 


89 




4 


PBL 


1.9x10' 


95 




10 


PBL 


1.1x10* 


70 
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Uama004 


4 


PBL 


1.7x10° 


96 




4 


Lymph 


4.9 x 10' 


>95 




10 


PBL 


2.2 X 10° 


>95 



Selections were done using chimaeric IgE instead of human IgE, used for immunization, in 
order to select for VHH molecules directed against the constant region of IgE. The region 
5 interacting with the Fcereceptor is located in the constant part of IgE, more in particular In 
the region covered by Ce2-Ce3 as shown In Figure 12. 

A first selection was performed using the pool of PBL day4, PBL day 10 and lymph node 
day4 libraries for each of the two llama's. Chimaeric IgE was solid phase coated at 5 
10 pg/ml and 0.5 pg/ ml and specific phages were eluted using 0.1 M glycine pH = 2.5: 
The results obtained are shown in Table 11. 



Table 11. 





5 pg/ ml 


0.5 pg/ ml 


0 \xgl ml (bianco) 


Llama 2 

(pool PBL day4, PBLdaylO, lymph node day4) 


1.4 10° 


2.7 10° 


1.5 10* | 


Enrichment compared to bianco 


400 x 


18 x 




Llama 4 

(pool PBL day4, PBLdaylO, lymph node day4) 


3.310° 


4.5 10° 


7.2 10* 


Enrichment compared to bianco 


140 x 


6.25 x 





A second selection was performed using the rescued phages from the first selection using 
5 pg/ ml. Chirfiaeric IgE was solid phase coated at 1 pg/ml and specific phages were 
eluted using buffy coat cells or lysozyme for 1 hr. Buffy coat cells contain cells expressing 
20 the Fcereceptor, while lysozyme Is an irrelevant protein and serves as a control. The 
results obtained are shown in Table 12: 



Table 12. 





1 pg/ ml 


1 pg/ ml 


0 pg/ ml 


0 pg/ ml 




Elution buffy 
coat cells 


Elution 
Lysozyme 


Elution buffy 
coat cells 


Elutfon 
Lysozyme 
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Llama 2 

(selection 5 \*gf ml IgE: 400 
x enrichment) 


1.2 10 u 


1-2 10° 


6 10° 


3 10* 


Enrichment compared to 
lysozyme eiution 


No enrichment 






2x 


(selection 5 [igj ml IgE: 140 
x enrichment) 


1.3 10° 


2 10' 


3^0 J ~ 


"3 10* ' 


Enrichment compared to 
lysozyme eiution 


6.5 x 




No enrichment 





Another second round selection was performed using neutravidine coated tubes and 2 nM 
b,otmylated IgE. Specific phages were eluted using buffy coat cells or lysozyme for 1 hr 
5 Buffy coat cells contain cells expressing the Fcereceptor, while lysozyme is an irrelevant 
protein and serves as a control. The results obtained are shown in Table 13- 



Table 13. 



Llama 2 " 

(selection 5 [igf ml IgE: 400 
x enrichment) 
Enrichment compared to 
lysozyme eiution 
Llama 4 

(selection 5 pg/ ml lgE:~1 40 
x enrichment) 



2 nM IgE 



Eiution buffy 
coat cells 



2 nM IgE 



Eiution 

Lysozyme 

1.510' 



0 nM IgE 



Eiution buffy 
coat cells 
3 10° 



0 nM IgE 



Eiution 
Lysozyme 



3 10* 



10 



15 



Enrichment compared to 
lysozyme eiution 



Indiwiual clones obtained from the first round of selection were screened In an ELISA 
using solid phase coated human IgE or chimaeric IgE. The number of clones that score 
positive for binding to both human IgE and chimeric IgE versus the number of clones 
tested in ELISA are summarized in Table 14: 
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Table 14, 





Selection with 5 tig/ml 


Selection with 0.5 pg/m! 


Llama 002 


39/47 


21/47 


Llama 004 


45/47 


46/47 



Clones were picked which were positive for human and chimaeric IgE binding, amplified 
by PCR and digested with Hinfl. Hinfl profiles were determined on agarose gel and 
representative clones for different profiles were sequenced. The sequences obtained are 
shown in Figure 13 and their relative alignment In Figure 14. 

Example 14: Example of a new class of antibodies against human tumor necrosis 
factor alpha 

1) Immunization and library constructions 
A llama {Llama glama) was Immunized with human TNF-alpha. For immunization, the 
cytokine was formulated as an emulsion with an appropriate, animal-friendly adjuvant 
(Specoll, CEDI Diagnostics B.V.). The antigen cocktail was administered by double-spot 
injections intramuscularly in the neck. The animal received 6 Injections of the emulsion, 
containing 100 /jq of TNF-a at weekly intervals. At different time points during 
immunization, 10-ml blood samples were collected from the animal and sera were 
prepared. The induction of an antigen specific humoral immune response was verified 
using the serum samples in an ELISA experiment with TNF (data not shown). Five days 
after the last immunization, a blood sample of 150 ml was collected. From this sample, 
conventional and heavy-chain antibodies (HcAbs) were fractionated (Lauwereys et al. 
1998) and used in an ELISA, which revealed that the HcAbs were responsible for the 
antigen specific humoral immune response (data not shown). Peripheral blood 
lymphocytes (PBLs), as the genetic source of the llama heavy chain immunoglobulins 
(HcAbs), were Isolated from the 150-ml blood sample using a Ficoll-Paque gradient 
(Amersham Biosciences) yielding 5x10" PBLs. The maximai diversity of antibodies is 
expected to be equal to the number of sampled B-lymphocytes, which is about 10 % of the 
number of PBLs (5x1 0 7 ). The fraction of heavy-chain antibodies in llama is up to 20 % of 
the number of B-lymphocytes. Therefore, the maximal diversity of HcAbs in the 150 ml 
blood sample is calculated as 10 7 different molecules. Total RNA (around 400 |ig) was 
isolated from these cells using an acid guanidinium thiocyanate extraction (Chomczynski 
and Sacchi, 1987). 
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cDNA was prepared on 100 w totaf RNA with M-MLV Reverse Transcriptase (Gibco BRQ 
and o.lgo-dT- P rimer or hexanucleotide random primers (Amersham Biosciences) as 
described before (de Heard et a/.. 1999). The cDNA was purified with a phenC/chforoform 

speciflcaliy amplify the VHH repertoire. 

2Z HH rrS° iTe ^ 3mPimed USln9 0li90 - dT Primed CDNA as te <^ with a single 
degenerated frameworkl (F R1) primer ABL013 (5-GAGGTBCARCTGCAGGASTCYGG^ 
3 ), inducing a Psfl restriction site (in boid), in combination with the oiigo-dT primer as is 

TTTn T 01205100 - 9 - Th * S amPBfiCa0 ° n yjeWS *~ * 1650 bp and 1300 
bp, the iatter being the product derived from the CH1-de,eted HcAb genes. The smaTer 

PCR-prcduct was gel purified and subsequently digested with Pstt and BsfEi, The BsoT 

is z:z entiy occurs ^ me fr4 ° f h -~ — ™ -r 9 e ^: 

*Tl™L ih T"TT e ^ ^ 3 h,n ^ e ^ broach using two 

IgG specfic oKgonucleotide primers. In a single PGR reaction a short 

AACAGTTAAGCTTCCGCTTSC^^ 

° r tons «. 

20 ^CAGTTAAGCTTCCGCTTSesS^TGOTGTGGTTTTGGTGTCTTGGOTT-W 
nrnge primer known to be specific for HcAbe was combined with me FR,. prim e r ABU 013 
(see above). A Pen and Wort (bo,d undented, reebWen sl ,e was Inboduced wC me 
and h,n9e ""^ respective*, to a»o„ Coning. Subsequent, me DNA fraqmente 

zr^.r - : m ~ * ested ~ »z t 

c^T, , i (H T m ' b °° m - 1991 >- <™°"°* a cartoxylermma, (H,s>. and 
T 3 'l PUnfiCa,,0n a " d deteato "' reepecveny. The llgatl on mlxtura was desaKed on 

l^*"?-** mm. «d eiecbopo^.mto ft .« TGJ ^ to ^ 

Irbrary containing 1.8x10' clones. The transformed cells were 9ro wn overnight at arc on 
a s,„g,e 20x20 cm plate w* LB conlalnlng ,00 amp«n and 2 % g Ltose Tne 
cows wen, scaped Irom piales us,ng 2xTY medium and stored a. -80-C in 20^ 

As quality control me percentage of Insert containing clones was verified on 24 clones for 
*«ZZ1T U8 ' n8 r C ~° n * "** *— ~ ™" ana^tX 

a^ngb^^cfoneawere^riZ^rnT 
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2) Selection of antagonistic anti-TNF VHH's 
From both libraries phage was prepared. To rescue the polyclonal phage repertoire, 
libraries were grown to logarithmic phase (OD600 = 0.5) at 37°C in 2xTY containing 100 
5 //g/ml ampicillin and 2 % glucose and subsequently superinfected with M13K07 helper 
phage for 30 minutes at 37°C. Infected cells were pelleted for 5 minutes at 4000 rpm and 
resuspended in 2xTY containing 100 //g/ml ampicillin and 25 //g/ml kanamycin. 
Bacteriophage was propagated by overnight growth at 37°C and 250 rpm. Overnight 
cultures were centrifuged for 15 minutes at 4500 rpm and phage was precipitated with one 

10 fifth volume of a [20% polyethyteneglycol 6000, 1.6 M NaCIJ-solution by incubation for 30 
minutes on ice. Phage was pelleted by centrifugation for 15 minutes at 4000xg and 4°C. 
After resuspension of the phages in PBS, cell debris was pelleted by centrifugation for 1 
minute at maximal speed (15000xg) in microcentrifuge tubes. The supernatant containing 
the phage particles was transferred to a new tube and again phage was precipitated as 

15 described above. Phage was dissolved in PBS and separated from remaining cell debris 
as mentioned above. The titer of phage was determined by infection of logarithmic TG1 
cells followed by plating on selective medium. 

The library was selected using in vitro biotinylated TNF-alpha. The biotinylatfon was 
20 carried out as described by Magni et al (Anal Biochem 2001, 298, 181-188). The 
incorporation of biotin fn TNF was evaluated by SDS-PAGE analysis and detection with 
Extravidin-alkallne phosphatase conjugate (Sigma). The functionality of the modified 
protein was evaluated for its ability to bind to the solid phase coated recombinant a p75 
receptor. 

25 

VHH were selected by capturing biotinylated TNF-alpha (10 to 400 ng per well during 2 
hours at room temperature) on streptavidin coated microtiter plates (coated with 100 \i\ of 
1 0 |ig/ml streptavidin during 1 6 hours at +4°C). Antagonistic VHH were obtained by elution 
with an excess of receptor, either the extracellular ligand binding domain or with cells 

30 expressing the receptor. After 2 hours incubation of phage with captured cytokine, the 
non-specific phage was washed away, while specific phage displaying antagonistic VHH 
was eluted for 30 minutes with receptor (extracellular domain of CD120b or p75; 10 pM) 
or with receptor displaying cells (>10 7 KYM ceils per well). High enrichments, i.e. the ratio 
of the number of phage eluted with receptor and those eluted by serum albumin (50 fig 

35 per well), of more than a factor of 20 suggested the successful selection of TNF specific 
clones. Alternatively, instead of elution with receptor a standard procedure was applied, in 
which a low pH causes the denaturation of VHH and / or antigen (0.1 M glycine buffer pH 
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2.5). Log phase growing E. coll cells were infected with the eluted and neutralized phaae 
and plated on selective medium. 

Individual clones were picked and grown In microtiter plate for the production of VHH In 
culture supernatant. ELISA screening with TNF captured on Extravidin coated plates 

5 r ^led about 50O/O postoVe clones. .MnFI-flngerprint analysis showed that 13 different 

clones were selected, which were grown and induced on 50 ml scale: The sequences of " 
said clones are shown in Table 2. 

Five clones, coded VHHff. #2. #3, #9 and #13, with different sequences (Figure 15) were 
» charactered in more detail. VHH#2, #3 and #9 are single-domain antibody fragments 
carrying the typica. hydrophi.ic residue at postoon 45 (arginine) and the phenylaianine to 
tryptophan substitution in position 47 in FR2 thereby conferring the advantageous 
charactenst.es in terms of solubility. VHH#1 contains the hydrophobic FR2 JLes 
typ.cal,y found in double-chain antibodies of human origin or from other species but 
compensate this loss in hydrophilicity by the charged arginine residue on position 103 
that substitutes the conserved tryptophan residue present in VH from double-chain 

nr." 78045 ' ^ daSS ° f Came, ° W domain an«bodL 
desenbed ,n this mvent.cn is represented by VHH#13, which contains the hydrophobic 
residues in FR2 in combination with the hydrophobic residue tryptophan at pcLon 1 oT 
Larger amounts of antibody fragments were expressed by cultivation on 50 ml scaie and 
purified by IMAC using TALON resin (Canteen). After dialysis against PBS to remove the 
eluent Imidazo, the amount of VHH was determined by OD280; approximately 300 ^ of 
VHH was obtained from each clone. 

This materia, was used for determining the sensitivity of detection of (bfotinylated) TNF in 
ELISA. For this purpose a streptavidin (10 M g/ml) coated microtjterpiate was employed for 
capture of biotinylated VHH (1 M g, m ,). VHH was diluted In 0.2 % casein / PBS and 
mcubated for 2 hours at room temperature. Bound VHH was detected with anti-MYC mAB 
9E10 (0.5 K g/ml) and anti-mouse AP conjugate (1000-fold diluted, Sigma). The results are 
shown in Figure 16. ans 

3) Determination of antagonistic effect in cytotoxic assay with KYM cell line 
TNF-,nduced cytostasls/cytotoxicity was determined by the calorimetric MTT assay as 
desenbed by Vandenabeele and colleagues (Vandenabeele, P., De c,ercq W 

rTer w D ;rr; c T M - Grooten> j - Loetscher - h - b «~ 

~ •" ( } ° na ' Characteri2ati - <>f the human tumor necrosis factor 
receptor p75 ,n a transfected rat/mouse T cell hybridoma. J. Exp. Med. 176, 1015-1024 , 
MTT (S^S-cimethyithiazol-^S-dipheny, tetrazoiium bromide) is a pale yeTow 
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substrate that is cleaved by living cells to yield a dark blueformazan product. This process 
requires active mitochondria, and even freshly dead cells do not cleave significant 
amounts of MTT. KYM cells (Seklguchl M, Shiroko Y, Suzuki T, Imada M, Miyahara M, 
Fujii G. (1985) Characterization of a human rhabdomyosarcoma cell strain in tissue 
5 culture. Biomed. Pharmacother. 39, 372-380.) were seeded in 96 well mlcrotlterplates and 
cultured in the presence or absence of TNF-a!pha (0.216 ng/ml or approx. 5 pM of trimer). 
In addition to TNF variable amounts of antibody (VHH or Remicade) were included during 
cultivation. For the assay MTT was added to the culture medium at a final concentration of 
500 ng/ml and the plates were incubated at 37°C to achieve cleavage of MTT by 
10 mitochondrial enzymes. The formed formazon product, which appear as black, fuzzy 
crystals on the bottom of the well are dissolved by addition of add Isopropanol (40 nM HCI 
In Isopropanol) or DMSO. The absorbance is measured at 570 nm. 

The MTT assays (Figure 17) show that VHH#13, representing the new class of VHH, has 
1 5 good antagonistic characteristics, even better than VHH#1 , which has arginine on position 
103 in combination with the human-like hydrophobic residues in FR2. VHH#9 with the 
characteristic hydrophilic residues in FR2 does not prevent binding of TNF-a to its ligand 
in spits of its sensitive detection of the cytokine In ELISA. In contrast, VHH#2 and #3 with 
hydrophilic FR2 hallmark residues are very potent antagonistic VHH's. VHH#2 and #3 
20 have a high degree of homology and are donally related (Harmsen et al., Moi. Immunol. 
37, 579-590), but only VHH#2 Is as potent as Remicade. probably due to the fact that it 
has a higher affinity than VHH#3 (Figure 16). 

These experiments show that the new class of VHH has bona fide binding and functional 
characteristics, thereby enabling their application for therapeutic purposes. 

25 

Example 15: Experimental evidence that C37 belongs to the new class of VHHs 
A PCR was performed on total cDNA prepared from Ilama002, with a primer specific for 
the CDR3 of C37 (5' i3GGGCCGGTACTAGTTca.tacttgcc 3') and a primer in the CH2 
domain (5' ggaacagxtcaacagcacgtacc 3') (Figure 18). A fragment of 360 bp was 
30 obtained (Figure 1 9), indicating that the CHI domain is not present thus meaning that this 
VHH Is derived from the heavy chain subclass. 
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CLAIMS 



10 



1. A polypeptide derived from a Cameffcfae species single domain heavy chain antibody 
comprising atposition 103 a tryptophan residue and- at position 45 an amino acid -residue - 
selected from the group consisting of glycine, alanine, valine, leucine, isoleucine, proline, 
phenylalanine, tyrosine, tryptophan, methionine, serine, threonine, asparaglne, glutamine," 
said positions determined according to the Kabat numbering, said antibody directed to an 
antigen. 

2. A polypeptide according to claim 1 consisting of a sequence corresponding to SEQ ID 
NO: 1 or SEQ ID NO: 13. 

3. A polypeptide derived from a Camelidae species single domain heavy chain antibody 
1 5 directed against a Tumor Necrosis Factor alpha (TNF-alpha) peptide antigen. 

4. A polypeptide according to claim 3 consisting of a sequence corresponding to any of 
SEQ ID NOs: 11 to 23. 

20 5. A polypeptide derived from a Camelidae species single domain heavy chain antibody 
directed against a von Willebrand Factor (vWF) peptide antigen, a WVF A1 domain 
peptide antigen, a WVF A3 domain peptide antigen , a glycoprotein lb peptide antigen, a 
glycoprotein la/Ha peptide antigen or a collagen peptide antigen. 

25 6. A polypeptide according to claim 5 consisting of a sequence corresponding to any of 
SEQ ID NOs: 1 to 9. 

7. A polypeptide according any of claims 1 to 6 which Is a humanised polypeptide. 

30 8. A polypeptide comprising a polypeptide according to any of claims 1 to 7. or an 
homologous sequence of a polypeptide according to any of claims 1 to 7, or a portion of 
an homologous sequence of a polypeptide according to any of claims 1 to 7. 

9. A nucleic acid encoding a polypeptide of any of claims 1 to 8 

35 

10. A polypeptide according to any of claims 1 to 8 or a nucleic acid according to claim 9 
for use as a medicine. 
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1 1. A method of identifying an agent that modulates the binding of a polypeptide of claims 
1 f 2, 7 and 8 to said antigen comprising: 

(a) contacting a polypeptide according to claims 1, 2, 7 and 8 with said antigen, a 
5 homologous sequence of said antigen, and/or a functional portion of said antigen, 

in the presence and absence of a candidate modulator under conditions permitting 
binding between said polypeptide and antigen, and 

(b) measuring the binding between the polypeptide and antigen of step (a), 
wherein a decrease In binding in the presence of said candidate modulator, 

10 relative to the binding in the absence of said candidate modulator identified said 

candidate modulator as an agent that modulates the binding of a polypeptide of 
claims 1, 2, 7 and 8 and said antigen. 

12. A method of Identifying an agent that modulates TNF-alpha-mediated disorders 
1 5 through the binding of a polypeptide of claims 3, 4, 7 and 8 to TNF-alpha comprising 

(a) contacting a polypeptide according to claims 3, 4, 7 and 8 with said antigen, a 
homologous sequence of said antigen, and/or a functional portion of said antigen, 
in the presence and absence of a candidate modulator under conditions permitting 
binding between said polypeptide and antigen, and 
20 (b) measuring the binding between the polypeptide and antigen of step (a), 

wherein a decrease in binding in the presence of said candidate modulator, 
relative to the binding in the absence of said candidate modulator identified said 
candidate modulator as an agent that modulates TNF-alpha-mediated disorders. 

25 13. A method of identifying an agent that modulates the binding of TNF-alpha to its 
receptor through the binding of a polypeptide of claims 3, 4, 7 and 8 to TNF-alpha 
comprising 

(a) contacting a polypeptide according to claims 3 f 4, 7 and 8 with TNF-alpha, a 
homologous sequence of TNF-alpha, or a funptional portion of TNF-alpha, in the 

30 presence and absence of a candidate modulator under conditions permitting 

binding between said polypeptide and TNF-alpha, and 

(b) measuring the binding between the polypeptide and TNF-alpha of step (a), 
wherein a decrease in binding in the presence of said candidate modulator, 
relative to the binding in the absence of said candidate modulator identified said 

35 candidate modulator as an agent that modulates the bindfng of TNF-alpha to Its 

receptor. 
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14. A method of Identifying an agent that modulates platelet aggregation through the 
binding of a polypeptide of claims 5 to 8 and said antigen comprising 

(a) contacting a polypeptide according to claims S to 8 with said antigen, a 
homologous sequence of said antigen, and/or a functional portion of said antigen 

in - the presence and absence.of a candidate modulator under conditions permitting 

binding between said polypeptide and antigen, and 

(b) measuring the binding between the polypeptide and antigen of step (a) 
wherein a decrease in binding in the presence of said candidate modulator' 
relative to the binding in the absence of said candidate modulator identified said 
candidate modulator as an agent that modulates platelet aggregation. 

15. A kit for screening for agents that modulate polypeptide-antigen binding according to 
the method of daim 11. 8 

15 16. A kit for screening for agents that modulate TNF-alpha-mediated disorder* according 
to the methods of claims 1 2 and 13. 9 

17. A kit for screening for agents that modulate platelet aggregation according to the 
method of claim 14. 



10 



20 



18. An unknown agent that modulates the binding of the polypeptides of claims 1 2 7 and 
8 to said antigen, identified according to the method of claim 11. 

19 An unknown agent that modulates TNF-alpha-mediated disorders. Identified according 
25 to the methods of claims 1 2 and 1 3. 

20. An unknown agent that modulates platelet aggregation identified according to the 
method of claim 14. ' 



30 



35 



21. Use of a poiypeptlde according to any of claims 1, 2. 7 and 8, a nucleic acid according 
to claim 9. or an agent according to claim 18 for the preparation of a medicament for 
treating and/or preventing and/or abating conditions relating to Immune and 
inflammatory reactions, 

22. Use of a polypeptide according to any of Calms 1. 2. 7 and 8. a nucleic acid according 
to cla.m 9 or an agent according to Calm 18 for the treatment of a condition relating to 
immune and inflammatory reactions. 
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23. Use of a polypeptide according to any of claims 1 , 2, 7 and 8, a nucleic acid according 
to claim 9, or an agent according to claim 18 for the preparation of a medicament for 
treating and/or preventing and/or alleviating symptoms of inflammatory diseases. 

5 

24. Use of a polypeptide according to any of claims 1, 2, 7 and 8, a nucleic acid according 
to claim 9, or an agent according to claim 18 for the preparation of a medicament for the 
treatment of a condition relating to immune and inflammatory reactions. 

10 25. Use of a polypeptide according to any of claims 3, 4, 7 and 8, a nucleic acid according 
to claim 9, or an agent according to claim 19 for the preparation of a medicament for 
treating and/or preventing and/or alleviating conditions relating to one or more or 
rheumatoid arthritis, Crohn's disease, ulcerative colitis, inflammatory bowel disease and 
multiple sclerosis. 

15 

26. Use of a poiypeptide according to any of claims 5 to 8, a nucleic acid according to 
claim 9 or an agent according to claim 20 for the preparation of a medicament for treating 
and/or preventing and/or alleviating conditions relating to platelet aggregation or 
dysfunction thereof. 

20 

27. Use of a polypeptide according to any of claims 5 to 8, a nucleic acid according to 
claim 9 or an agent according to claim 20 for the preparation of a medicament for treating 
and/or preventing and/or alleviating conditions arising from one or more of transient 
cerebral ischemic attack, unstable angina pectoris, cerebral infarction, myocardial 

25 infarction, peripheral arterial occlusive disease, restenosis, coronary by-pass graft, or 
coronary artery valve replacement and coronary interventions such angioplasty, stenting, 
or atherectomy. 

28. Use of a polypeptide according to any of claims 5 to 8, a nucJeic acid according to 
30 claim 9 or an agent according to claim 20 for the preparation of a medicament for the 

prevention of the formation of a non-occlusive thrombus. 

29. Use of a polypeptide according to any of claims 5 to 8, a nucleic acid according to 
claim 9 or an agent according to claim 20 for the preparation of a medicament for the 

35 prevention of the formation of an occlusive thrombus. 
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30. Use of a polypeptide according to any of claims 5 to 8. a nucleic acid according to 
claim 9 or an agent according to claim 20 for the preparation of a medicament for the 
prevention of arterial thrombus formation. 

- 5 31 : - Use - of - a Polypeptide according to any of claims 5 to 8, a nucleic acid according to 

claim 9 or an agent according to claim 20 for the preparation of a medicament for the 
prevention of acute coronary occlusion. 
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32. Use of a polypeptide according to any of claims 5 to 8, a nucleic acid according to 
claim 9 or an agent according to claim 20 for the preparation of a medicament for 
maintaining the patency of diseased arteries. 



33. Use of a polypeptide according to any of claims 5 to 8, a nucleic acid according to 
claim 9 or an agent according to claim 20 for the preparation of a medicament for the 

15 prevention of restenosis. 

34. Use of a polypeptide according to any of claims 5 to 8, a nucleic acid according to 
cla.m 9 or an agent according to claim 20 for the preparation of a medicament for the 
prevent/on of restenosis after PCTA or stenting. 



35. A polypeptide according to any of claims 5 to 8, a nucleic acid according to claim 9 or 
an agent according to claim 20 for the preparation of a medicament for the prevention of 
thrombus formation in stenosed arteries. 

36. Use of a polypeptide according to any of claims 5 to 8, a nucleic acid according to 
claim 9 or an agent according to claim 20 for the preparation of a medicament for the 
.Prevention pf hyperplasia after angioplasty, atherectomy or arterial stenting . 

37. Use of a polypeptide according to any of claims 5 to 8. a nucleic acid according to 
ciaim 9 or an agent according to claim 20 for the preparation of a medicament for the 
prevention of unstable angina. 

38. Use of a polypeptide according to any of claims 5 to 8, a nucleic acid according to 
cla.m 9 or an agent according to claim 20 for the preparation of a medicament for the 
prevention or treatment of occlusive syndrome in a vascular system 
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39. A method of diagnosing a disease or disorder characterised by a dysfunction of a 
polypeptide comprising the antigen of claims 1, 2, 7 and 8 comprising: 

(a) contacting a sample with a polypeptide according to any of claims 1 . 2, 7 and 8, 

and 

5 (b) detecting binding of said polypeptide to said sample, and 

(c) comparing the binding detected in step (b) with a standard, wherein a 
difference in binding relative to said sample is diagnostic of a disease or disorder 
characterised by dysfunction of the antigen of claims 1, 2, 7 and 8. 

10 40. A method of diagnosing a disease or disorder characterised by the dysfunction of 
TNF-alpha comprising: 

(a) contacting a sample with a polypeptide according to any of daims 3, 4, 7 and 8, 
and 

(b) detecting binding of said polypeptide to said sample, and 

1 5 (c) comparing the binding detected in step (b) with a standard, wherein a 

difference in binding relative io said sample is diagnostic of a disease or disorder 
characterised by dysfunction of TNF-alpha. 

41. A method of diagnosing a disease or disorder characterised dysfunction of platelet 
20 aggregation comprising: 

(a) contacting a sample with a polypeptide according to any of claims 5 to 8, and 

(b) detecting binding of said polypeptide to said sample, and 

(c) comparing the binding detected in step (b) with a standard, wherein a 
difference in binding relative to said sample is diagnostic of a disease or disorder 

25 characterised by dysfunction of platelet aggregation. 

42. A kit for screening for a disease or disorder of claims 39 to 41, using the methods 
according to claims 39 to 41 respectively. 

30 43, A kit according to claim 42 comprising an isolated polypeptide according to any of 
claims 1 to 8. 

44. Use of a polypeptide according to any of claims 1 , 2, 7 and 8 for the purification of said 
antigen. 

35 

45. Use of a polypeptide according to any of claims 3, 4, 7 and 8 for the purification TNF- 
alpha. 
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46. Use of a polypeptide according to any of claims 5 to 8 for the purification of von 
Willebrand factor, von Willebrand factor A1 domain, von Willebrand factor A3 domain, 
gplb, gpfa/lla, or collagen type I. 

5 . 

47 Use of a polypeptide of any of claims 3. 4. 7 and 8 for Inhibiting the interaction 
between TNF-alpha and one or more TNF-alpha receptors. 

m 2,T °L 3 P ° lyPeptide ° f any ° f dalfns 5 to * for W-bWno the Interaction between von 
10 Willebrand factor and collagen and/or platelet receptors. 

49. Use of a polypeptide of any of claims 5 to 8 for inhibiting platelet aggregation. 

50. Use of a polypeptide according to any of claims 1 to 8 or a nucleic add of claim 9 for 
15 he manufacture of a medicament to be administered orally, for the prevention or 

treatment of any of the disorders of claims 21 to 38. 



20 



25 



51. A method for producing a polypeptide according to claim 1 comprising the steps of 

(a) obtaining double stranded DMA encoding a camelidae species single domain 
heavy chain antibody directed to said antigen, 

(b) selecting and screening DNA comprising at position 103 a tryptophan residue 
and at position 45 an amino acid residue selected from the group consisting of 
glycine, alanine, valine, leucine, isoleucine. proline, phenylalanine, tyrosine 
tryptophan, methionine, serine, threonine, asparagine. glutamine, and 

(c) cloning and expressing the DNA selected in step (b). 

52. A method of producing a polypeptide according to any of claims 1 to 8 comprising 

(a) cu/turtng host cells comprising nucleic acid capable of encoding a polypeptide 
according to any of claims 1 to 8. under conditions allowing the expression of the 
polypeptide, and, 

(b) recovering the produced polypeptide from the culture. 



53. A method according to claim 52. wherein said host cells are bacterial 



or yeast. 
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103 a tryptophan residue and at position 45 an amino acid residue selected from the 
group consisting of glycine, alanine, valine, leucine, Isoleucine, proline, phenylalanine, 
tyrosine, tryptophan, methionine, serine, threonine, asparagine, glutamine said positions 
determined according to the Kabat numbering. 

5 

55. A method for humanising a Camelidae antibody or antibody fragment comprising 
Introducing in the nucleic acid sequence of said antibody or antibody fragment, at amino 
add position 103 a codon encoding a tryptophan residue and at amino acid position 45 a 
codon encoding an amino acid residue selected from the group consisting of glycine, 
10 alanine, valine, leucine, Isoleuclne, proline, phenyJalanlne, tyrosine, tryptophan, 
methionine, serine, threonine, asparagine, glutamine said positions determined according 
to the Kabat numbering. 
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ABSTRACT 



The present invention relates to polypeptides derived from Camelidae single domain 
-heavy chain -antibodies directed -to tumor- necrosis factor alpha and- von Willebrand factor 
It further relates to a new class of a camelid single domain heavy chain antibodies (VHHs) 
that have human-like sequences. It further relates to methods of administering therapeutic 
polypeptides. 
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FIGURE 4 
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FIGURE 5 



Sequences A1 domain specific binders: 



ASO 
A38 



framework 1 CDR1 framework 2 erre* 

I.QESGGGr.VQAGGeLRLSCAASGRTFS SYRMG WPRQAPQKEREPVA AISrSgD^ 
iiQDSGGGS VQAGGSIiRIiSCAftSGRTVS • SYUMG WFRRVPQ^ERDPVA' MsSSg^S 
153 LQDSGGGLVQAGGSLRLSCAASGRTKD MA. WFRCWPGK^pva vt~!! 
M53 LQDSGGGLVQAGESIiRLSCGTSGIlTFG RRAMA SoISSS SSSESS" 
" 9 LQE S GGGSVQ AGDS LTtiS C AAS GRTFS S£ SgSSKS ££5£ 



A50 
A38 
153 
MS 3 



framework 3 CDR3- 

YADSVKGRPAISRDHAESTLYLQMNSLKPEDTAVYYCAA HVTVSAITLSTSTYnv 
YFDS VKGRFTI SRDNAKNTVYLEMtfSLKPEDTAVYYCAA ASRYRhJ^sS 
VAASVKGRFTISRDNAKNTVYLQMTSLKPADTAVYYCAT flSS5J£55£ 
„ e YADSVKGRFTI SRDDNKNTMYIiHMMNIiTPBDTAVYYCAA GPRgSJ BMtSr 
229 YADSLKGRFTVSRBNAKKLVWBQMNGLKPEDTAAYYCAA HHGAFTaSJ S 

framework4- 
A50 WGQGTQVTVSS 
A3 S WGQGTQVTVSS 
IS 3 WTGGTQVTVSS 
M53 WGQGTLVTVSS 
229 WGQGTQVTVSS 

Sequence of A3 domain specific binders: 

framework 1 CDRi fraraeworir r> 

C37 LQESGGGLVQPGGSLRLSCAASGKKTFN WVPMS ^SSJe^^SS™" 
T76 IiQESGGGIiVQPGGSIiRI«SCAASGS I PS M S^SSJ^ES 

L^S^VOAGGSI^SCA^VRIPT ££ 53gS2SS S2 S V 
41-16 IxVBSGGGLVQAGGSLRLSCAASGRTFS SYAMG WFRQAPGKEREFVA 



-framework 3- 



-CDR3- 



C37 XADSVKGRFTISRDNANNTLyLQMKrSLRPEDTAVyYCAR GAGTS S YTiPORew 

T76 yadsvkgrftisrdnt^vylqmnslkpbdta^Sa vwgISS 



4L-16 



2L-34 ysdsvegrftisrdnakntvslqmdslkledtavyycaa Dysssw™ M , n 

YADSVKGRFTISRDKAKNTVYLQMNSIiKPEDTAVYYC^A S^SSSqSS 

f ramework4 - 
C37 WDQQTQVTXSS 
T76 WGQGTQVTVSS 

2L-34 WGQGTQVTVFS 

4L-16 WGQGTQVTVSS 
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FIGURE 7 
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FIGURE 10 
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FIGURE 11 
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SEQ 

ID 

NO 



24 



26 
27" 



28 



NAME 



BV 
2C3 



EV 
4G12 



EV 
2C1 
EV 
2H3 



30 



31 



33 



34 



EV 
2D12 



EV 
2G4 



EV 
4C5 



EV 
4A2 



EV 

2P4 

EV 



2B6 



EV 
2H11 



SEQUENCE 



QVQIiQEeeGGWQPGGSLRLSCSVSGTSISNR' 



f'VAALSLTTYY 



tGTQVTVSli 



MNAGLGYSAASYQYWGQGTQV TnrflT. 
QTFGKUkEFVGAlDWSGRRITY ' 



TDSVKGRFTISRDIJAXtTTVYLQMNTLKPEDTa^ 



QVQLQESGGGLVQAGGSLRIiSCAASGRf 



ADSVKGR^ISRDIAKMTVYLQMWSZ,KPBryravvv-, 



™™^^^"^ v AsisssGisTyy 



'CAaKyRYYSTI»YTKSGEYDYVJGOGTOVT\ri 



SS 



ADSVKGRFTISl^KVKMTVyiiOMMflT.TrDprirp^^rij-pp- - - — , r , u , — — 



QVQLQDSGGGIiVQAGGSIiRLS 



AD$ VKGRFTI SRDHAGMTVYIiQMNTliKPDDTa vvv< 



^f?^?? YAMyW ^PGKEREFVAS 



GTQVTVSS 



ITWIGGGTYY 



QVQLaBSGGGJCiVQAGGSLRZiSCAASGVfpi 



CAI^RRSSTYYLMKGBYDYBQ 



ADSVKGRFTJSRDHAGTTVYI,t 



'SSYAMGWFRQAPGKEREPVAS 



RGTQVTVSS 
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FRl CDR1 FR2 

VHH#3 QVQIiQDSGGQLVQAGQSLRliSCAVSGR TFSAHS- -VYTMG WFRQAPGKEREFVA 

VHH#2 QVQIjQESGGGIjVQPGGSIiKLSCAASGR TFSDHSGYTYTIG WFRQAPGKEREFVA 

VHH#1 QVQIjQESGGGiVQPGGSIaRIiSCATSGF DPS — VSWMY WVRQAPGKGLBWVS 

VHH#13 QVQIiQESGGGLVQPGGSIjRIiSCATSGF TFS--DYWMY WVRQAPGKGIiEWVS 

VHH#9 QVQIjQESGGGIiVQPGGSIiRIjSCAASGS IFRVNA KG WYRQVPGBTQREFVA 

***** ******* ********* ** * * ** ** * * 

CDR2 FR2 

VHH#3 RIYWSSAHTYYADSVKG RFTISRDNAKKTTVDLLMNSLKPEDTAVYYCAA 

VHH#2 RIYWSSGNTYYADSVKG RFAXSRD I AKWTVDI*TMNNLEPEDTAV YYCAA 

VHH#1 EINTNGLITKYVDSVKG RFTISRDNAKNTI1YI1QMDSL IPEDTAIiYYCAR 

VHH#13 TVNTNGLXTRYADSVKG RFTISRDNAKYTLYLQMNSIiKSEDTAVYYCTK 

VHK#9 - ZXT&GDNXjtfYADAVKG RFTI STDNVKKTVYIiQMNVLKPEDTAVY YCNA 

' * * *** ** ** * * * * * * **** *** 

CDR3 FR4 Hinge 

VHH#3 RDGXPTSRTVGSYNY WGQGTQVTVSS EPKTPKPQP 

VHH#2 RDGIPTSRSVESYWY WGQGTQVTVSS EPKTPKPQP 

VHH#a SPSGSF RGQGTQVTVSS EPKTPKPQP 

VHH#13 - WPP YSDD SRTNAD WGQGTQVTVSS EPKTPKPQP 

VHH#9 --XriQTSRWSXPSNY WGQGTQVTVSS EPKTPKPQP 

********** ********* 
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EL1SA response on TNF 




[AB] nM 

FIGURE 16 



TNF cytotoxicity assay KYWI cell line 
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FIGURE 18 
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